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ADENO-ASSOCIATED VIRUS VECTORS 
ENCODING FACTOR VIII AND METHODS OF USING THE SAME 

CROSS-REFERENCE TO RELATED APPLICATIONS 
The present application claims the benefit of U.S. Provisional Application Serial 
No. 60/158,780 filed October 12, 1999, entitled H Adeno-Associated Virus Vectors 
Encoding Factor VIII and Methods of Using the Same," the contents of which are herein 
5 incorporated by reference in their entirety. 

FIELD OF THE INVENTION 
This invention relates to reagents and methods for providing Factor VIII, and 
more particularly relates to viral reagents and methods for providing Factor VIII. 

10 

BACKGROUND OF THE INVENTION 
Hemophilia A is an inherited sex-linked bleeding disease resulting from 
deficiency of coagulation factor VIII (factor VIII). Hemophilia A comprises the majority 
of hemophilia patients (80%) with an incidence of 1 in 5-10,000 live males births 
15 (Antonarakis et al (1998) Haemophilia 4:1). Hemophilia patients suffer from 

spontaneous bleeding into the large joints, soft tissue, and are at risk for intracranial 
hemorrhage. Recurrent episodes of joint bleeding are the most frequent manifestation of 
the disease leading to crippling arthropathy, particularly in severely affected patients. 
Gene therapy is an attractive alternative for the treatment of hemophilia A 
20 patients. Persistent expression of human factor VIII would make a profound impact on 
treatment of hemophilia A patients even at levels less than therapeutic levels 
(approximately equal to or greater than 5% of normal). Both retroviral and adenoviral 
vectors have been used to deliver factor VIII cDNA (Dwarki et al (1995) Proc. Nat 
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Acad ScL USA 92:1023; Connelly et al (1998) Blood 97:3273; Connelly et al (1996) 
Blood 57:4671). Moloney murine leukemia virus (MoMLv) amphotropic vectors suffer 
from poor transduction of post-mitotic cells (Dwarki et al (1995) Proa Nat Acad. ScL 
USA 92:1023). Adenovirus carrying the human factor VIII cDNA directed to the liver 
5 express high-level factor VIII in animal models. However expression wanes with time 
due to the well-characterized cell-mediated immune response to the vector (Connelly et 
al (1996) Blood 57:4671; Connelly etal (1996) 55:3846). Such immune 
responses can have serious consequences to the recipient. Immune responses result in 
inflammation, cell death, and even death of the patient. 

10 Adeno-associated virus is a nonpathogenic defective parvovirus capable of 

infecting a broad range of mitotic or post-mitotic cells (Rabinowitz et al (1998) Current 
Opinion in Biotechnology 9:470). rAAV has been shown to be capable of expressing a 
functional FIX gene persistently in a large animal model (Snyder et al (1999) Nature 
Medicine 5:64), where factor VIII and FIX are synthesized (Wion et al (1985) Nature 

15 31 7:726; Zelechowska et al (1985) Nature 31 7:729). 

A disadvantage of rAAV vectors is their restricted packaging capacity (Dong et 
al (1996) Human Gene Therapy, 7:2101). Wild-type (wt) AAV is a 4.6 kb linear single- 
stranded DNA virus. The total size of the AAV vector influences the efficiency of its 
packaging into AAV virions. Dong et al determined the packaging efficiencies of AAV 

20 vectors by quantitating the DNA content of viral particles and assaying the efficiency of 
AAV virions to transfer the CAT gene into HeLa cells. Efficient packaging as 
determined by Dong et al includes particles that contain and express the transgene. The 
results demonstrate that the packaging efficiency of AAV is affected by the length of the 
genome. 

25 The human factor VIII gene comprises a central B domain core flanked by the 

amino Al and A2 domains and carboxyl A3, Cl ? and C2 domains. The B domain can be 
deleted without any significant effect on specific procoagulant activity (Pittman et al 
(1993) Blood 57:2925). However, even B-domain deleted human factor VIII cDNA (B- 
domain deleted human factor VIII) is not thought feasible for testing in rAAV (Pittman et 

30 al (1993) Blood 81:2925), as its 4.4 kb size is believed to preclude its efficient packaging 
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within the limited confines of a rAAV vector (Kay and High (1999) Proc. Natl. Acad 
Sci USA 96:9973). Thus, it is felt that production of high-titer AAV B-domain deleted 
human factor VIII vector would be very difficult (Kay and Russell (1999) Blood 94:864). 

Somatic cell gene therapy to treat hemophilia A is further complicated by 
5 difficulties attendant to expression of the factor VIII gene. Persistent human factor VIII 
expression has been demonstrated to be hampered by poor transcription efficiency of the 
human factor VIII gene (Connelly et al (1996) Blood £7:3846; Rabinowitz et al (1998) 
Current Opinion in Biotechnology 9:470), inefficient secretion of factor VIII protein 
(Snyder et al (1999) Nature Medicine 5:64; Wion et al (1985) Nature 317:726), and the 
10 relatively short half-life of the factor VIII protein (t m ~ 12 hours; Wion et al (1985) 
Nature 317:726; Zelechowska et al (1985) Nature 317:729). 

Accordingly, there remains a need in the art for improved reagents and methods 
for treating hemophilia A. 

1 5 SUMMARY OF THE INVENTION 

Compositions and methods for the expression of a biologically active factor VIII 
(factor VIII) protein in a subject are provided. The compositions and methods are useful 
in the treatment of coagulation disorders, particularly hemophilia A, in a subject. The 
compositions include a recombinant AAV (rAAV) vector comprising a nucleotide 

20 sequence encoding B-domain deleted factor VIII operably linked with at least one 
enhancer and at least one promoter. In some embodiments, the AAV ITR is operably 
linked to the nucleotide sequence encoding the B-domain deleted factor VIII, such that 
the ITR drives the expression of the B-domain deleted factor VIII transgene. The vector 
may also comprise a transcription factor binding site and/or a termination region. 

25 Optionally, spacer DNA can be included within the cassette. The rAAV vector of the 
invention encodes a biologically-active B-domain deleted factor VIII protein that may be 
administered in vivo to achieve long-term expression of therapeutic levels of factor VIII 
protein. Accordingly, the present invention utilizes the many advantages of rAAV 
vectors, while overcoming the constraints imposed by the limited packaging capacity of 

30 the AAV capsid. 
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Another aspect of the invention is an rAAV vector comprising a heterologous 
nucleotide sequence encoding a B-domain deleted factor VIII selected from the group 
consisting of: (a) about nucleotides 419 to 4835 of Figure 1 (also shown in SEQ ID 
NO:l), (b) a nucleotide sequence that hybridizes to the nucleotide sequence of (a) under 
5 conditions of high stringency and which encodes a B-domain deleted factor VIII, and (c) 
a nucleotide sequence that that differs from the nucleotide sequences of (a) and (b) above 
due to the degeneracy of the genetic code, and which encodes a B-domain deleted factor 
VIII. 

The invention also provides methods of delivering a heterologous nucleotide 

1 0 sequence encoding B-domain deleted factor VIII to cells in vitro and in vivo. 

Accordingly in one embodiment, a method is provided for delivering a nucleotide 
sequence encoding B-doamin deleted factor VIII to a cell, the method comprising 
contacting the cell with a rAAV vector comprising a heterologous nucleotide sequence 
encoding factor VIII operably linked with a liver-preferred expression control element. 

1 5 The contacting may be carried out in vitro or in vivo. 

A further embodiment is a method of delivering a nucleotide sequence encoding a 
B-domain deleted factor VIII to a cell comprising contacting the cell with the rAAV 
vector of the invention. The rAAV vector comprising a heterologous nucleotide 
sequence encoding a B-domain deleted factor VIII selected from the group consisting of: 

20 (a) about nucleotides 419 to 4835 of Figure 1 (also shown in SEQ ID NO:l), (b) a 

nucleotide sequence that hybridizes to the nucleotide sequence of (a) under conditions of 
high stringency and which encodes a B-domain deleted factor VIII, and (c) a nucleotide 
sequence that differs from the nucleotide sequences of (a) and (b) above due to the 
degeneracy of the genetic code, and which encodes a B-domain deleted factor VIII. 

25 In yet a further aspect, the present invention provides a method of treating 

hemophilia A comprising administering to a hemophiliac subject a biologically effective 
amount of a rAAV vector comprising a heterologous nucleotide sequence encoding B- 
domain deleted factor VIII. Preferably, the encoded B-domain deleted factor VIII is 
expressed in a therapeutically effective amount. 
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In a further embodiment, the invention provides a method of treating hemophilia 
comprising administering a biologically effective amount of a rAAV comprising a 
heterologous nucleotide sequence encoding B-domain deleted factor VIII to a liver cell of 
a hemophiliac subject. Preferably, the encoded B-domain deleted factor VIII is expressed 
by the transduced liver cell and is secreted into the blood in a therapeutically effective 
amount. 

As a still further embodiment, the present invention provides a method of 
administering factor VIII to a subject comprising administering a cell expressing factor 
VIII to the subject, wherein the cell has been produced by a method comprising 
contacting the cell with a recombinant adeno-associated virus (AAV) vector of the 
invention. 

The present invention further provides a method of producing a high-titer stock of 
a rAAV vector comprising: (a) infecting a packaging cell with a rAAV vector comprising 
a heterologous nucleotide sequence encoding factor VIII, (b) allowing the rAAV genome 
to replicate and be encapsidated by the packaging cell, and (c) collecting the rAAV 
particles to form a rAAV stock. As indicated, the heterologous nucleotide sequence 
encoding B domain deleted factor VIII is operably linked with a liver-preferred 
expression control element. Also provided are high-titer virus stocks produced by the 
foregoing method. 

Methods for the production of a stable cell line by infection with the rAAV vector 
of the invention are also provided. Such cell lines are generated by transfection with 
vector, selection, followed by cloning of individual colonies. Clones exhibiting high 
level replication of vector are then tested for production of infectious vector. The cell 
line is capable of expressing B domain deleted VIII. 

Another aspect of the invention is a nucleotide sequence encoding factor VIII 
operably linked with a hepatitis virus expression control element. In some embodiments, 
this expression control element is from hepatitis B and comprises at least one of the 
enhancers selected from the hepatitis Enhl enhancer and the Enhll enhancer. The 
nucleotide sequence may further comprise at least one promoter and a polyadenylation 
sequence. In some embodiments, at least one promter is an AAV ITR. The invention 
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also encompasses vectors comprising the nucleotide sequence encoding factor VIII 
operably linked with a hepatitis virus expression control element, and host cells 
containing this vector. 

These and other aspects of the present invention are provided in more detail in the 
description of the invention below. 

BRIEF DESCRIPTION OF THE DRAWINGS 

Figure 1 provides the sequence of plasmid pDLZ6 encoding a human B-domain 
deleted factor Vin. This sequence is also set forth in SEQ ID NO: 1. The expression 
cassette includes the left and right AAV inverted terminal repeats (ITR; about nucleotides 
1-146 and 4916-5084), the hepatitis B virus Enhl enhancer (about nucleotides 150-278), 
spacer sequence (nucleotides 279-399), human B-domain deleted factor VIII (about 
nucleotides 419-4835), and the TK poly(A) sequence (about nucleotides 4840-4914). 
The amino acid sequence for human B-domain deleted factor VIII encoded by 
nucleotides 419-4835 (SEQ ID NO:2) is also shown. 

Figure 2 is a schematic representation of the rAAV/B-domain deleted human 
factor VIII constructs. The maps for the two rAAV constructs expressing B-domain 
deleted human factor VIII are shown: pDLZ2 (4965 bp including 2 ITRs, 107% of wt- 
AAV) and pDLZ6 (5089 bp including 2 ITRs, 109% of wt-AAV). ITR, AAV inverted 
terminal repeat; Enhl, Enhancer I of the HBV; NCS, spacer sequence; P(A), TK 
polyadenylation sequence. 

Figure 3 shows the replication and packaging of rAAV/B-domain deleted human 
factor VIII. Low molecular weight DNA (Hirt DNA) was isolated from rAAV/DLZ2, 
DLZ6, and DLZ8 (control) transduced HeLa and HepG2 cells, separated by agarose gel, 
and probed with B-domain deleted human factor VIII cDNA. From right to left: Control 
Lane, 1- HepG2+ rAAV/DLZ8; 2- HeLa + rAAV/DLZ8; DLZ2: 1- HeLa + 
rAAV/DLZ2; 2- HepG2 + rAAV/DLZ2; DLZ6: 1- HeLa + rAAV/DLZ6; 2- HepG2 + 
rAAV/DLZ6; and uncoated rAAV/DLZ6 virion DNA. 

Figure 4 is a graphical representation of in vivo expression of rAAV/B-domain 
deleted human factor VIII in mice. Purified rAAV/DLZ6 virus was administered to the 
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mice via the portal vein. ELISA was employed to determine human factor VIII level in 
the plasma and BIA was utilized to measure anti-human factor VIII inhibitor titer. Panel 
A. B-domain deleted human factor VIII antigen level and anti-human factor VIII 
inhibitor titer in the plasma of the mice (n=4) receiving 2 x 10 1 1 rAAV/DLZ6. Panel B. 
B-domain deleted human factor VIII antigen measurement of NOD/scid mice (n=4) 
receiving 1.5x10 11 rAAV/DLZ6. Solid line: human factor VIII antigen level, Dashed 
line: anti-B-domain deleted human factor VIII inhibitor titer. 

Figure 5 presents molecular analysis of the mice receiving injection of 
rAAV/DLZ6. Panel A. Diagram of the primers designed for the PCR. Panel B. DNA 
PCR- rAAV vectors distribution in mice via portal vein injection. A rAAV/DLZ6 unique 
450 bp fragment was amplified by DNA PCR to test distribution of rAAV after hepatic 
injection. Negative control, Liver DNA of the control mouse. DNA samples of brain, 
spinal cord, muscle, bone marrow, heart, lungs, testis, lymph nodes, kidney, intestine, 
spleen from the mouse receiving high dose rAAV/DLZ6. Liver/LD: liver DNA from 
mouse receiving low dose rAAV/DLZ6. Liver HD: liver DNA from mouse receiving 
high dose rAAV/DLZ6. Standard curve- genomic DNA from control mouse liver with 5, 
1, 0.2, 0.1, 0.01 and 0 genome copy equivalents of plasmid pDLZ6 per cell, respectively. 
Panel C. Diagram of the primers designed for RT/PCR. Panel D. RT-PCR analysis of 
total RNA isolated from control and experimental animals. Primers were designed to 
amplify a 534 bp B-domain deleted-human factor VIII specific fragment. RT control 
employed RNA isolated from the mouse liver receiving high dose rAAV/DLZ6. The 
negative control used RNA isolated from control animal. RNA samples of muscle, brain, 
lymph nodes, testis, kidney and spleen were from the mouse receiving high dose 
rAAV/DLZ6. LD: liver RNA isolated from mouse receiving low dose AAV/DLZ6. HD: 
liver RNA isolated from mouse receiving high dose rAAV/DLZ6. Panel E. Diagram of 
the restriction digestion using Sph I. Panel F. Southern blot analysis of high molecular 
weight genomic DNA and Hirt DNA isolated from experimental animals. Standard 
curve: genomic DNA from control mouse liver with 5, 1, 0.2, and 0.02 genome copy 
equivalents of plasmid pDLZ6 per cell, respectively. HMW genomic DNA and low 
molecular wt liver DNA (HIRT) isolated from animals receiving high dose rAAV/DLZ6. 
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Figure 6 provides the sequence of plasmid pDLZIO (SEQ ID NO:3) encoding a 
canine B-domain deleted factor VIIL The expression cassette includes the left and right 
AAV inverted terminal repeats (ITR; nucleotides 1-144 and 4885-5048), the hepatitis B 
virus Enhl enhancer (nucleotides 149-278), spacer sequence (nucleotides 279-399), 
5 canine B-domain deleted factor VIII (about nucleotides 428-4790), and the TK poly(A) 
sequence (nucleotides 4804-4884). The amino acid sequence for canine B-domain 
deleted factor VIII encoded by nucleotides 428-4790 is also shown in this figure and in 
SEQ ID NO:4, 



10 DETAILED DESCRIPTION OF THE INVENTION 

The invention provides compositions and methods to alleviate the symptoms 
associated with factor VIII deficiency. Compositions include rAAV vectors comprising a 
nucleotide sequence encoding a B-domain deleted factor VIII protein operably linked 
with at least one enhancer and at least one promoter. In some embodiments, the vector 

1 5 comprises a liver-preferred expression control element. Spacer DNA and a 3' termination 
region may be optionally included within the cassette. 

While the invention is not bound by any mechanism of action, it is believed that 
in the preferred embodiments, the ITR region or regions of the AAV serves as a promoter 
to drive expression of the factor VIII nucleotide sequence. That is, at least one of the 

20 inverted terminal repeats (ITRs) found at each end of the AAV genome is used to drive 
expression of the B-domain deleted factor VIII sequence. See, for example, US Patent 
No. 5,866,696, herein incorporated in its entirety by reference. 

The following definitions are provided to be used to understand the invention as 
set forth herein and in the attached claims. 

25 An "expression control element" is a polynucleotide sequence, preferably a DNA sequence, 

which increases transcription of an operably linked or operably linked polynucleotide in a host cell 
that allows that expression control element to function. An expression control element can 
comprise an enhancer, promoter, and/or a transcription factor binding site. A liver-preferred 
transcriptional regulatory element is an expression control element that increases transcription of 

30 an operably linked polynucleotide sequence in a liver cell in comparison with a non-liver cell. 
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"Factor VHI-associated disorders" are those disorders or diseases that are associated with, 
result from, and/or occur in response to, insufficient levels of factor VIII. Such disorders include, 
but are not limited to, hemophilia A. 

The terms "polypeptide" "peptide" and "protein" are used interchangeably herein to refer 
to polymers of amino acids of any length. The terms also encompass an amino acid polymer that 
has been modified; for example, disulfide bond formation, glycosylation, lipidation, or conjugation 
with a labeling component. 

The terms "polynucleotide", "nucleotide sequence", and "nucleic acid", used 
interchangeably herein, refer to a polymeric form of nucleotides of any length, including 
deoxyribonucleotides or ribonucleotides, or analogs thereof. A polynucleotide may comprise 
modified nucleotides, such as methylated nucleotides and nucleotide analogs, and may be 
interrupted by non-nucleotide components. If present, modifications to the nucleotide structure 
may be imparted before or after assembly of the polymer. The term polynucleotide, as used 
herein, refers interchangeably to double- and single-stranded molecules. Unless otherwise 
specified or required, any embodiment of the invention described herein that is a polynucleotide 
encompasses both the double-stranded form and each of two complementary single-stranded forms 
known or predicted to make up the double-stranded form. 

"AAV" is an abbreviation for adeno-associated virus, and may be used to refer to 
the virus itself or derivatives thereof. The term covers all subtypes and both naturally 
occurring and recombinant forms, except where required otherwise. "AAV" refers to 
adeno-associated virus in both the wild-type and the recombinant form (rAAV) and 
encompasses mutant forms of AAV. The term AAV further includes, but is not limited 
to, AAV type 1, AAV type 2, AAV type 3, AAV type 4, AAV type 5, AAV type 6, AAV 
type 7, avian AAV, bovine AAV, canine AAV, equine AAV, and ovine AAV (see, e.g., 
Fields et al, Volume 2, Chapter 69 (3d ed., Lippincott-Raven Publishers/ In a preferred 
embodiment, the AAV used in the present invention is AAV type 2. 

By "adeno-associated virus inverted terminal repeats" or "AAV ITRs" is meant 
the palindromic regions found at each end of the AAV genome. The ITRs function 
together in cis as origins of DNA replication and as packaging signals for the virus. For 
use with the present invention, flanking AAV ITRs are positioned 5' and 3' of a cassette 
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comprising a B domain deleted factor VIII coding sequence operably linked with an 
enhancer and optionally spacer DNA or promoter elements. In some embodiments, the 
AAV ITR is operably linked to the B-domain deleted factor VIII encoding nucleotide 
sequence such that it drives expression of this sequence. 

The nucleotide sequences of AAV ITR regions are known. See, e.g., Kotin, R. M. 
(1994) Human Gene Therapy 5:793-801; Bems, "Parvoviridae and Their Replication," in 
Fundamental Virology, 2d ed. (ed. Fields and Knipe) for the AAV-2 sequence. As used 
herein, an "AAV ITR" need not have the wild-type nucleotide sequence depicted, but 
may be altered, e.g., by the insertion, deletion or substitution of nucleotides. Additionally, 
the AAV ITR may be derived from any of several AAV serotypes, including without 
limitation, AAV-1, AAV-2, AAV-3, AAV-4, AAV-5, AAV-6, AAV-7, etc. The 5' and 3' 
ITRs flanking a selected heterologous nucleotide sequence comprising a factor VIII 
coding sequence need not necessarily be identical or derived from the same AAV 
serotype or isolate, so long as they function as intended, i.e., to allow for the integration 
of the associated heterologous sequence into the target cell genome when the rep gene is 
present (either on the same or on a different vector), or when the Rep expression product 
is present in the target cell. Recent evidence suggests that a single ITR can be sufficient 
to carry out the functions normally associated with configurations comprising two ITRs 
(U.S. Patent 5,478745), and vector constructs with only one ITR can thus be employed in 
conjunction with the packaging and production methods described herein. 

A "biologically effective" amount of an rAAV vector of the invention is an 
amount that is sufficient to result in transduction and expression of the heterologous 
nucleotide sequence encoding the B-domain deleted factor VIII by at least one cell in the 
target tissue or organ. 

An "rAAV vector", "rAAV virus", or "rAAV viral particle" as used herein contains at least 
one AAV capsid protein (preferably by all of the capsid proteins of a wild-type AAV) and an 
encapsidated rAAV comprising a polynucleotide sequence not of AAV origin {i.e., a 
polynucleotide heterologous to AAV), typically a sequence of interest for the genetic 
transformation of a cell. The heterologous polynucleotide is flanked by at least one, preferably 
two, AAV inverted terminal repeat sequences (ITRs). 
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"Packaging" refers to a series of intracellular events that result in the assembly and 
encapsidation of an AAV particle or rAAV particle. In the case of the rAAV particle, packaging 
refers to the assembly and encapsidation of the rAAV particle including the transgene. 

AAV c£ rep" and "cap" genes refer to polynucleotide sequences encoding replication and 
5 encapsidation proteins of adeno-associated virus. They have been found in all AAV serotypes 
examined, and are described below and in the art. AAV rep and cap are referred to herein as AAV 
"packaging genes". 

A "helper virus" for AAV refers to a virus that allows AAV to be replicated and packaged 
by a mammalian cell A variety of such helper viruses for AAV are known in the art, including 

10 adenoviruses, herpesviruses and poxviruses such as vaccinia. The adenoviruses encompass a 
number of different subgroups, although Adenovirus type 5 of subgroup C is most commonly 
used. Numerous adenoviruses of human, non-human mammalian and avian origin are known and 
available from depositories such as the ATCC. Viruses of the herpes family include, for example, 
herpes simplex viruses (HSV) and Epstein-Barr viruses (EBV), as well as cytomegaloviruses 

15 (CMV) and pseudorabies viruses (PRV); which are also available from depositories such as 
ATCC. 

An "infectious" virus or viral particle is one that comprises a polynucleotide component 
which it is capable of delivering into a cell for which the viral species is trophic. The term does 
not necessarily imply any replication capacity of the virus. Assays for counting infectious viral 

20 particles are described in the art. 

A "replication-competent" virus (e.g., a replication-competent AAV, sometimes 
abbreviated as "RCA") refers to a phenotypically wild-type virus that is infectious, and is also 
capable of being replicated in an infected cell (i.e., in the presence of a helper virus or helper virus 
functions). In the case of AAV, replication competence generally requires the presence of 

25 functional AAV packaging genes. Preferred rAAV vectors as described herein are replication- 
incompetent in mammalian cells (especially in human cells) by virtue of the lack of one or more 
AAV packaging genes. Preferably, such rAAV vectors lack any AAV packaging gene sequences 
in order to minimize the possibility that RCA are generated by recombination between AAV 
packaging genes and an rAAV vector. 
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A "gene" refers to a polynucleotide containing at least one open reading frame that is 
capable of encoding a particular protein after being transcribed and translated. 

"Expression", as used herein, refers to the transcription and/or translation of a gene. 

"Recombinant", as applied to a polynucleotide means that the polynucleotide is the product 
5 of various combinations of cloning, restriction or ligation steps, and other procedures that result in 
a construct that is distinct from a polynucleotide found in nature. A recombinant virus is a viral 
particle comprising a recombinant polynucleotide. The terms respectively include replicates of the 
original polynucleotide construct and progeny of the original virus construct. 

"Operatively linked" or "operably linked" or "operably associated" refers to a 
10 juxtaposition of genetic elements, wherein the elements are in a relationship permitting them to 
operate in the expected manner. For instance, a promoter is operably linked to a coding region if 
the promoter helps initiate transcription of the coding sequence. There may be intervening 
residues between the promoter and coding region so long as this functional relationship is 
maintained. 

15 "Heterologous" means derived from a genotypically distinct entity from that of the rest of 

the entity to which it is being compared. For example, a polynucleotide introduced by genetic 
engineering techniques into a plasmid or vector derived from a different species is a heterologous 
polynucleotide. A promoter removed from its native coding sequence and operably linked to a 
coding sequence with which it is not naturally found linked is a heterologous promoter. 

20 "Genetic alteration" refers to a process wherein a genetic element is introduced into a cell 

other than by mitosis or meiosis. The element may be heterologous to the cell, or it may be an 
additional copy or improved version of an element already present in the cell. Genetic alteration 
may be effected, for example, by transfecting a cell with a recombinant plasmid or other 
polynucleotide through any process known in the art, such as electroporation, calcium phosphate 

25 precipitation, or contacting with a polynucleotide-liposome complex. Genetic alteration may also 
be effected, for example, by transduction or infection with a DNA or RNA virus or viral vector. 
Preferably, the genetic element is introduced into a chromosome or mini-chromosome in the cell; 
but any alteration that changes the phenotype and/or genotype of the cell and its progeny is 
included in this term. 
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A cell is said to be "stably" altered, transduced, or transformed with a genetic sequence if 
the sequence is available to perform its function during extended culture of the cell in vitro. In 
preferred examples, such a cell is "inheritably" altered in that a genetic alteration is introduced 
which is also inheritable by progeny of the altered cell. 

"Stable integration" of a polynucleotide into a cell means that the polynucleotide has been 
integrated into a replicon that tends to be stably maintained in the cell. Although episomes such as 
plasmids can sometimes be maintained for many generations, genetic material carried episomally 
is generally more susceptible to loss than chromosomally-integrated material. However, 
maintenance of a polynucleotide can often be effected by incorporating a selectable marker into or 
adjacent to a polynucleotide, and then maintaining cells carrying the polynucleotide under 
selective pressure. In some cases, sequences cannot be effectively maintained stably unless they 
have become integrated into a chromosome; and, therefore, selection for retention of a sequence 
comprising a selectable marker can result in the selection of cells in which the marker has become 
stably-integrated into a chromosome. Antibiotic resistance genes can be conveniently employed as 
such selectable markers, as is well known in the art. Typically, stably-integrated polynucleotides 
would be expected to be maintained on average for at least about twenty generations, preferably at 
least about one hundred generations, still more preferably they would be maintained permanently. 
The chromatin structure of eukaryotic chromosomes can also influence the level of expression of 
an integrated polynucleotide. Having the genes carried on stably-maintained episomes can be 
particularly useful where it is desired to have multiple stably-maintained copies of a particular 
gene. The selection of stable cell lines having properties that are particularly desirable in the 
context of the present invention are described and illustrated below. 

An "isolated" plasmid, virus, or other substance refers to a preparation of the substance 
devoid of at least some of the other components that may also be present where the substance or a 
similar substance naturally occurs or is initially prepared from. Thus, for example, an isolated 
substance may be prepared by using a purification technique to enrich it from a source mixture. 
Enrichment can be measured on an absolute basis, such as weight per volume of solution, or it can 
be measured in relation to a second, potentially interfering substance present in the source mixture. 
Increasing enrichments of the embodiments of this invention are increasingly more preferred. 
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Thus, for example, a 2-fold enrichment is preferred, 10-fold enrichment is more preferred, 
100-fold enrichment is more preferred, 1000-fold enrichment is even more preferred. 

A preparation of rAAV is said to be "substantially free" of helper virus if the ratio of 
infectious rAAV particles to infectious helper virus particles is at least about 10 2 :1; preferably at 
5 least about 1 0 4 : 1 , more preferably at least about 1 0 6 : 1 ; still more preferably at least about 1 0 8 : 1 . 
Preparations are also preferably free of equivalent amounts of helper virus proteins (Le. 9 proteins 
as would be present as a result of such a level of helper virus if the helper virus particle impurities 
noted above were present in disrupted form). Viral and/or cellular protein contamination can 
generally be observed as the presence of Coomassie staining bands on SDS gels (e.g. the 
10 appearance of bands other than those corresponding to the AAV capsid proteins VP1, VP2 and 
VP3). 

A "host cell" includes an individual cell or cell culture which can be or has been a recipient 
for vector(s) or for incorporation of polynucleotides and/or proteins. Host cells include progeny of 
a single host cell, and the progeny may not necessarily be completely identical (in morphology or 
15 in genomic of total DNA complement) to the original parent cell due to natural, accidental, or 
deliberate mutation. A host cell includes cells transfected in vivo with a polynucleotide(s) of this 
invention. 

By "liver cell" is intended any cell type found in liver organs, including, but not limited to 
parenchyma cells, nonparenchyma cells, endothelial cells, epithelial cells, etc. 
20 "Transformation" or "transfection" refers to the insertion of an exogenous polynucleotide 

into a host cell, irrespective of the method used for the insertion, for example, lipofection, 
transduction, infection or electroporation. The exogenous polynucleotide may be maintained as a 
non-integrated vector, for example, a plasmid, or alternatively, may be integrated into the host cell 
genome. 

25 An "individual" or "subject" refers to vertebrates, particularly members of a mammalian 

species, and includes, but is not limited to, domestic animals, sports animals, rodents and primates, 
including humans. 

As used herein, "in conjunction with" refers to administration of one treatment modality in 
addition to another treatment modality, such as administration of an rAAV as described herein to a 
30 subject in addition to the delivery of factor VIII (in polypeptide form) to the same subject. As 
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such, "in conjunction with" refers to administration of one treatment modality before, during or 
after delivery of the other treatment modality to the subject. 

As used herein, "treatment" is an approach for obtaining beneficial or desired clinical 
results. For purposes of this invention, beneficial or desired clinical results include, but are not 
limited to, alleviation of at least one symptom, diminishment of extent of disease, stabilized (i.e. 9 
not worsening) state of disease, preventing spread of disease, delay or slowing of disease 
progression, amelioration or palliation of the disease state, and remission (whether partial or total), 
whether detectable or undetectable. "Treatment" can also mean prolonging survival as compared 
to expected survival if not receiving treatment. 

A "biological sample" encompasses a variety of sample types obtained from an individual 
and can be used in a diagnostic or monitoring assay. The definition encompasses blood and other 
liquid samples of biological origin, solid tissue samples such as a biopsy specimen or tissue 
cultures or cells derived therefrom, and the progeny thereof The definition also includes samples 
that have been manipulated in any way after their procurement, such as by treatment with reagents, 
solubilization, or enrichment for certain components, such as proteins or polynucleotides. The 
term "biological sample" encompasses a clinical sample, and also includes cells in culture, cell 
supernatants, cell lysates, serum, plasma, biological fluid, and tissue samples. 

"Palliating" a disease means that the extent and/or undesirable clinical 
manifestations of a disease state are lessened and/or time course of the progression is 
slowed or lengthened, as compared to not administering rAAV vectors of the present 
invention. 

As indicated, spacer DNA may be included within the construct of the invention. 
By "spacer DNA" is intended nonsense DNA that does not encode a protein and does not 
act as a promoter or promoter element. That is, spacer DNA may be utilized to provide 
any spatial requirements for the expression of the factor VIII nucleic acid molecule. The 
size or length of the spacer DNA may vary from a few nucleotides to several hundred 
nucleotides. The length of the spacer DNA will be limited by the size of the nucleotide 
sequence of the factor VIII to be expressed and the enhancer element, recognizing the 
size limitations of the rAAV vector. 

By "titer" is intended the number of infectious viral units per volume of fluid. 
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By "high titer rAAV stock" is intended a stock of viral particles as produced from 
a production system, without artificial manipulation. "Without artificial manipulation" 
means that the number of viral particles has not been manipulated by pooling, multiple 
runs, or other concentration means. For purposes of the invention, one plate of cells, 
having about 2xl0 7 cells, will generate approximately 2 to 3xlO n particles. These 
numbers can be scaled up appropriately. Of the number of viral particles produced, 1% 
will be functional virus. That is, 1 in 100 will express the factor VIII protein. Thus, 
approximately 2xl0 9 infectious virus particles in the preparation are functional. About 
90 - 100%, of these express the transgene. 

By "infectious units" is intended the smallest unit that causes a detectable effect 
when placed with a susceptible host. Assays for the determination of infectious units are 
known. For example, in one method used in the invention, virus is replicated on reporter 
cells in the presence of adenovirus and wild type AAV. After replication, DNA is 
obtained from the cells, probed for factor VIII coding sequence. In this manner, the 
number of rAAV in the cells can be determined. 

To measure the total number of particles, cells can be probed with a viral 
nucleotide sequence. In the methods of the invention, the rAAV/factor VIII vector 
comprises about 90 to 99.9%, preferably about 99 to about 99.99% of the total particles. 
Wild type virus accounts for less than .01% of the total particles. Of these 99.9% of the 
particles obtained, 1 in 100, or 1% will be functional virus, that is will be virus that 
expresses the B-domain deleted factor VIII transgene. 

The present invention is based, in part, on the unexpected finding that a 
biologically active B-domain deleted factor VIII -encoding nucleotide sequence is 
efficiently packaged in a recombinant AAV (rAAV) vector. Administration of the rAAV 
vector carrying a B-domain deleted human factor VIII (BDD human factor VIII) under 
the control of a liver-preferred enhancer element to mice resulted in long-term expression 
(> 14 months) of B-domain deleted human factor VIII by the liver and therapeutic levels 
of B-domain deleted human factor VIII protein (-27% of normal) in the plasma of treated 
animals. Accordingly, the present invention provides novel reagents and methods for the 
treatment of hemophilia A using a rAAV vector for gene delivery. 
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A rAAV vector is an AAV virus particle that carries a heterologous (i.e. 9 foreign) 
gene in its genome. rAAV vectors require at least one of the 145 base terminal repeats in 
cis of the 4679 wild type bases to generate virus. All other viral sequences are 
dispensable and may be supplied in trans (Muzyczka, (1992) Curr. Topics Microbiol 
5 Immunol 158:91). Typically, rAAV vectors will only retain the minimal terminal repeat 
sequences so as to maximize the size of the transgene that can be efficiently packaged by 
the vector. 

As used herein, "infection" or "transduction" of a cell by AAV means that the 
AAV enters the cell to establish a latent or active infection. See, e.g., Fields et al, 
10 Virology, Volume 2, Chapter 69 (3d ed., Lippincott-Raven Publishers). In embodiments 
of the invention in which the AAV is administered to a subject, it is preferred that the 
AAV integrates into the genome and establishes a latent infection. However, such 
integration is not required for expression of a transgene carried by a rAAV vector as the 
vector can persist stably as an episome in transduced cells. 
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Except as otherwise indicated, standard methods may be used for the construction 
of rAAV vectors, helper vectors, and cells according to the present invention. Such 
techniques are known to those skilled in the art (see, e.g., Sambrook et al (1989) 
Molecular Cloning: A Laboratory Manual (2d ed., Cold Spring Harbor Laboratory 
5 Press, Plainview, NY); Aububel etal (1995) Current Protocols in Molecular Biology 
(Green Publishing Associates, Inc. and John Wiley & Sons, Inc., NY). 

A. rAAV Vectors Encoding B-domain Deleted Factor VIII. 

The present invention provides a construct encoding a biologically-active B- 

10 domain deleted factor VIII that can be efficiently packaged, delivered, and expressed 
using a rAAV vector. In some embodiments, an AAV ITR comprised in the rAAV 
vector drives expression of the B-domain deleted factor VIII nucleotide sequence without 
an additional promoter. The rAAV vectors of the invention include at least one enhancer 
and at least one promoter to promote expression. rAAV/factor VIII vectors according to 

15 the present invention may be produced in sufficient titers to permit administration to cells 
and subjects for the production of the encoded B-domain deleted factor VIII protein or 
for therapeutic treatment (for veterinary or medical uses, e.g., to enhance blood 
coagulation or to treat hemophilia A). 

These results are unexpected in light of the known packaging limitations of AAV 

20 vectors. These limitations place constraints on the size of the heterologous nucleotide 
sequences and/or expression control elements that may be efficiently packaged by the 
AAV capsid (see, e.g, Russell etal (1999) Blood 94:S64; Chuah etal (1998) Critical 
Review in Oncology/Hematology 25:153). 

The full-length factor VIII gene is 186 kb in length and encodes a 9029 nucleotide 

25 mRNA. A cDNA encoding the full-length factor VIII would greatly exceed the 
packaging capacity of rAAV vectors. It has been found that the B domain is not 
necessary for factor VIII function. Deletion of the sequences encoding the B-domain 
produces an approximately 4.4 to 4.6 kb cDNA B-domain deleted factor VIII. The art 
teaches that even this smaller construct could not be efficiently packaged and expressed 

30 using a rAAV vector because of the challenge of adding adequate expression control 
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elements (e.g., promoters, enhancers, poly(A) site) for high-level expression without 
exceeding the size limitations for high titer production in AAV (Russell et al ((1999) 
Blood P4:864, at page 868, col. 1, para. 2). 

Accordingly, it was quite surprising that the present inventors achieved an 
5 efficient packaging of the recombinant vector such that a high titer rAAV/B-domain 
deleted human factor VIII stock was achieved. Particularly in view of the fact that the 
rAAV vector used a transgene expression cassette that was 109% of wild-type (5084 bp). 
Moreover, this B-domain deleted human factor VIII vector is expressed long-term and at 
high levels by hepatocytes in vivo and produces therapeutic levels of B-domain deleted 

1 0 human factor VIII protein in plasma of treated animals. 

As indicated the present invention provides rAAV vectors carrying a heterologous 
nucleotide sequence encoding a biologically active B-domain deleted factor VIII. The 
nucleotide sequence encoding the B-domain deleted factor VIII may be from any species, 
including avian and mammalian species. Preferably, the B-domain deleted factor VIII is 

15 mammalian {e.g., mouse, rat, lagomorph, feline, canine, bovine, porcine, ovine, caprine, 
equine, simian, human, and the like), more preferably the B-domain deleted factor VIII is 
a human B-domain deleted factor VIIL As a further alternative, the B-domain deleted 
factor VIII may an inter-species hybrid, as described below. The nucleotide sequences 
may also be a synthetic sequence. Variants and fragments of the B-domain deleted factor 

20 VIII sequence are also encompassed, so long as they retain factor VIII biological activity. 

The biologically active B-domain deleted factor VIII coding sequences must be 
sufficiently small so that they can be packaged by AAV. It is preferred that the size of 
the B-domain deleted factor VIII transgene construct be about 4.8 kb or shorter, more 
preferably about 4.7 kb or shorter, yet more preferably about 4.6 kb or shorter, yet more 

25 preferably about 4.5 kb or shorter, still more preferably less than about 4.4 kb or shorter. 

Alternatively stated, it is preferred that the B-domain deleted factor VIII transgene 
cassette (i.e., including ITRs and other expression control elements) is about 5.2 kb or 
shorter, about 5.1 kb or shorter, about 5.0 kb or shorter, about 4.9 kb or shorter, 4.8 kb or 
shorter, about 4.7 kb or shorter, about 4.5 kb or shorter, or about 4.4 kb or shorter. The 
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B-domain deleted factor VIII transgene cassette is of a size that can be efficiently 
packaged to produce rAAV stocks. 

The B-domain deleted factor VIII transgene may be truncated and/or deleted to 
achieve the size described above. Any truncation and/or deletion known in the art may 
5 be employed as long as the expressed B-domain deleted factor VIII protein retains 
sufficient biological activity (e.g., coagulation). By "sufficient biological activity", is 
intended that the B-domain deleted factor VIII possesses enough activity to be of use in 
vitro and/or in vivo. Preferably, the expressed truncated and/or deleted B-domain deleted 
factor VIII retains at least about 25%, about 50%, about 75%, about 85%, about 90%, 
1 0 about 95%, about 98%, about 99% or more of the biological activity of the native factor 
VIII protein. Assays for determining factor VIII biological activity are well known in the 
art and include those assays described herein. See also Praetor and Rapaport (1961) 
Blood 72:335 for a description of the one-stage clotting assay for determining specific 
activity of factor VIII. Factor VIII activity may also be measured in a chromogenic assay 
15 (Kabi Coatest; Kabi Vitrurus, Stockholm, Sweden). 

In preferred embodiments, the B-domain deleted factor VTII constructs of the 
present invention will contain deletions in the nucleotide sequences encoding the B- 
domain. Nucleotide sequences encoding portions or all of the B-domain can be deleted 
to minimize transgene size. The constructs of the invention may retain some nucleotide 
20 sequences from the B-domain deleted region as a result of the cloning strategy employed. 
The amino acid sequence of one human B-domain deleted factor VIII is provided herein 
in Figure 1 and in SEQ ID NO:2, and is encoded by nucleotides 419 to 4835 of the 
nucleotide sequence shown in this figure and in SEQ ID NO:l. B-domain-deleted factor 
VIII mutant has deleted residues 760 through 1639 (factor VIII 760-1639) (Pittman et al. 
25 (1993) Blood 11:2925. Other B-domain deleted factor VIII are known in the art and 

include those encoded by the factor VIIIA756-1679 and factor VIIIA761-1639 constructs 
described by Gnatenko et al. (1999) Br. J. Haemotology 104:21, and the factor VIII 746- 
1639 construct described by 111 et al. (1997) Blood Coagulation and Fibrinolylsis 8:523. 
See also U.S. Patent No. 5,910,481, where several B-domain deleted mutants are 
30 described. The invention further provides a canine construct having the amino acid 
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sequence set forth in Figure 6 and SEQ ID NO:4. The canine B-domain deleted factor 
VIII (B-domain deleted-canine factor VIII) mutant protein is encoded by nucleotides 
428-4790 of the nucleotide sequence set forth in Figure 6 (SEQ ID NO:3). This construct 
also has residues 760-1639 deleted from the B-domain. Variants and fragments of the B- 
5 domain deleted human factor VIII and B-domain deleted canine factor VIII nucleotide 
sequences are also encompassed by the present invention. 

In some embodiments, the expression cassette and/or the nucleotide sequence 
encoding B-domain deleted factor VIII has been modified to increase, for example, the 
efficiency of transcription and/or translation of the B-domain deleted factor VIII 
10 transgene. Such modifications are known in the art and are described, for example, in 111 
etal (1997) Blood Coagul. Fibrinolysis 8(suppl. 2):S23-S30, herein incorporated by 
reference. 

In other embodiments of the invention, the nucleotide sequence encoding the 
biologically active B-domain deleted factor VIII is substantially identical to the sequence 

1 5 given as about nucleotides 419 to 4835 of Figure 1 (SEQ ID NO: 1) or to the sequence given 
as about nucleotides 428-4790 of Figure 6 (SEQ ID NO:3), and encodes a biologically- 
active or therapeutically effective B-domain deleted factor VIII . This definition is intended 
to include natural allelic variations in the factor VIII gene. B-domain deleted factor VIII 
according to this embodiment may come from any species of origin, or may be a hybrid, 

20 each as described above. As used herein, nucleotide sequences that are "substantially 

identical" are at least 75%, and more preferably at least 80%, 85%, 90%, 95%, or even 99% 
identical or more, that is they share at least 75%, and more preferably at least 80%, 85%, 
90%, 95%, or even 99% identity or more with the disclosed sequences. Sequence identity 
may be determined by methods described elsewhere herein. 

25 High stringency hybridization conditions which will permit substantially identical 

nucleotide sequences to hybridize are well known in the art. For example, hybridization of 
homologous nucleotide sequences to the sequence given as about nucleotides 419-4835 of 
the sequence shown in Figure 1 (SEQ ID NO: 1) or to the sequence given as about 
nucleotides 428-4790 of the sequence shown in Figure 6 (SEQ ID NO: 3) may be carried out 

30 in 25% formamide, 5X SSC, 5X Denhardt's solution, with 100 jag/ml of single stranded 
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DNA and 5% dextran sulfate at 42°C for 4, 8, or 12 hours, with wash conditions of 25% 
formamide, 5X SSC, 0.1% SDS at 42°C for 15 minutes, to allow hybridization of sequences 
of about 60% homology. More stringent conditions are represented by a wash stringency of 
0.3M NaCl, 0.03 M sodium citrate, 0. 1% SDS at 60° or even 70° C using a standard in situ 
5 hybridization assay. See Sambrook et al (1989) Molecular Cloning: A Laboratory Manual 
(2d ed., Cold Spring Harbor Laboratory Press, Plainview, NY). 

Those skilled in the art will appreciate that the B-domain deleted factor VIII 
construct may contain other modifications as long as the expressed B-domain deleted 
factor VIII retains sufficient biological activity (as described above). For example, the B- 

10 domain deleted factor VIII protein may be modified to enhance biological activity, 
extend the half-life of the protein, or reduce antigenic responses in recipients being 
administered the B-domain deleted factor VIII {see, e.g., Kaufman et al (1998) 
Haemophilia 4:370, the disclosure of which is incorporated herein in its entirety). As a 
further alternative, the B-domain deleted factor VIII may be an inter-species hybrid. For 

1 5 example, human/porcine hybrids of factor VIII have been described by U.S. Patent No. 
5,583,209 (the disclosure of which is incorporated herein in its entirety). Likewise, 
domain swaps between factor V and factor VIII have produced hybrids with increased 
half-life and/or biological activity. 

Suitable biologically active variants of a native or naturally occurring protein or 

20 polypeptide of interest can be fragments, analogues, and derivatives of that polypeptide. 
By "fragment" is intended a polypeptide consisting of only a part of the intact 
polypeptide sequence and structure, and can be a C-terminal deletion or N-terminal 
deletion of the native polypeptide. By "analogue" is intended an analogue of either the 
native polypeptide or of a fragment of the native polypeptide, where the analogue 

25 comprises a native polypeptide sequence and structure having one or more amino acid 
substitutions, insertions, or deletions. By "derivative" is intended any suitable 
modification of the native protein or polypeptide of interest, of a fragment of the native 
protein or polypeptide, or of their respective analogues, such as glycosylation, 
phosphorylation, or other addition of foreign moieties, so long as the desired biological 
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activity of the native protein or polypeptide is retained. Methods for making such 
fragments, analogues, and derivatives are generally available in the art. 

For example, amino acid sequence variants of the protein or polypeptide can be prepared 
by mutations in the cloned DNA sequence encoding the native protein or polypeptide of interest. 
5 Methods for mutagenesis and nucleotide sequence alterations are well known in the art. See, for 
example, Walker and Gaastra, eds. (1983) Techniques in Molecular Biology (MacMillan 
Publishing Company, New York); Kunkel (1985) Proc. Natl Acad. ScL USA 82:488-492; Kunkel 
et al (1987) Methods Enzymol 154:367-382; Sambrook et al (1989) Molecular Cloning: A 
Laboratory Manual (Cold Spring Harbor, New York); U.S. Patent No. 4,873,192; and the 

10 references cited therein; herein incorporated by reference. Guidance as to appropriate amino acid 
substitutions that do not affect biological activity of the polypeptide of interest may be found in the 
model of Dayhoff et al (1978) in Atlas of Protein Sequence and Structure (Natl. Biomed. Res. 
Found., Washington, D.C.), herein incorporated by reference. Conservative substitutions, such as 
exchanging one amino acid with another having similar properties, may be preferred. Examples of 

15 conservative substitutions include, but are not limited to, Gly<=>Ala, Val<^>IleoLeu, AspoGlu, 
Lys<=>Arg, AsnoGln, and PheoTrpoTyr. 

In constructing variants of the protein or polypeptide of interest, modifications are made 
such that variants continue to possess the desired activity. Obviously, any mutations made in the 
DNA encoding the variant protein or polypeptide must not place the sequence out of reading frame 

20 and preferably will not create complementary regions that could produce secondary mRNA 
structure. See EP Patent Application Publication No. 75,444. 

Biologically active variants of a protein or polypeptide of interest will generally 
have at least 70%, preferably at least 80%, more preferably about 90% to 95% or more, 
and most preferably about 98% or more amino acid sequence identity to the amino acid 

25 sequence of the reference polypeptide molecule, which serves as the basis for 

comparison. A biologically active variant of a native polypeptide of interest may differ 
from the native polypeptide by as few as 1-15 amino acids, as few as 1-10, such as 6-10, 
as few as 5, as few as 4, 3, 2, or even 1 amino acid residue. By "sequence identity" is 
intended the same amino acid residues are found within the variant protein or polypeptide 

30 and the protein or polypeptide molecule that serves as a reference when a specified, 
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contiguous segment of the amino acid sequence of the variant is aligned and compared to 
the amino acid sequence of the reference molecule. The percentage sequence identity 
between two amino acid sequences is calculated by determining the number of positions 
at which the identical amino acid residue occurs in both sequences to yield the number of 
matched positions, dividing the number of matched positions by the total number of 
positions in the segment undergoing comparison to the reference molecule, and 
multiplying the result by 100 to yield the percentage of sequence identity. 

For purposes of optimal alignment of the two sequences, the contiguous segment 
of the amino acid sequence of the variant may have additional amino acid residues or 
deleted amino acid residues with respect to the amino acid sequence of the reference 
molecule. The contiguous segment used for comparison to the reference amino acid 
sequence will comprise at least twenty (20) contiguous amino acid residues, and may be 
30, 40, 50, 100, or more residues. Corrections for increased sequence identity associated 
with inclusion of gaps in the variant's amino acid sequence can be made by assigning gap 
penalties. Methods of sequence alignment are well known in the art for both amino acid 
sequences and for the nucleotide sequences encoding amino acid sequences. 

Thus, the determination of percent identity between any two sequences can be 
accomplished using a mathematical algorithm. One preferred, non-limiting example of a 
mathematical algorithm utilized for the comparison of sequences is the algorithm of 
Myers and Miller (1988) CABIOS 4: 1 1-1 7. Such an algorithm is utilized in the ALIGN 
program (version 2.0), which is part of the GCG sequence alignment software package. A 
PAM120 weight residue table, a gap length penalty of 12, and a gap penalty of 4 can be 
used with the ALIGN program when comparing amino acid sequences. Another 
preferred, nonlimiting example of a mathematical algorithm for use in comparing two 
sequences is the algorithm of Karlin and Altschul (1990) Proc. Natl. Acad. Sci. USA 
87:2264, modified as in Karlin and Altschul (1993) Proc. Natl. Acad. Sci. USA 90:5873- 
5877. Such an algorithm is incorporated into the NBLAST and XBLAST programs of 
Altschul et al. (1990) J. Mol. Biol. 215:403. BLAST nucleotide searches can be 
performed with the NBLAST program, score = 100, wordlength = 12, to obtain 
nucleotide sequences homologous to a nucleotide sequence encoding the polypeptide of 
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interest. BLAST protein searches can be performed with the XBLAST program, score = 
50, wordlength = 3, to obtain amino acid sequences homologous to the polypeptide of 
interest. To obtain gapped alignments for comparison purposes, Gapped BLAST can be 
utilized as described in Altschul et al (1997) Nucleic Acids Res. 25:3389. Alternatively, 
5 PSI-Blast can be used to perform an iterated search that detects distant relationships 
between molecules. See Altschul et al (1997) supra. When utilizing BLAST, Gapped 
BLAST, and PSI-Blast programs, the default parameters of the respective programs (e.g., 
XBLAST and NBLAST) can be used. See http://www.ncbi.nlm.nih.gov. Also see the 
ALIGN program (Dayhoff (1978) in Atlas of Protein Sequence and Structure 5:Suppl. 3 

10 (National Biomedical Research Foundation, Washington, D.C.) and programs in the 
Wisconsin Sequence Analysis Package, Version 8 (available from Genetics Computer 
Group, Madison, Wisconsin), for example, the GAP program, where default parameters 
of the programs are utilized. 

When considering percentage of amino acid sequence identity, some amino acid 

15 residue positions may differ as a result of conservative amino acid substitutions, which do 
not affect properties of protein function. In these instances, percent sequence identity may 
be adjusted upwards to account for the similarity in conservatively substituted amino 
acids. Such adjustments are well known in the art. See, for example, Myers and Miller 
(1988) Computer Applic. Biol ScL 4:11-17. 

20 Those skilled in the art will appreciate that a variety of expression control 

elements (e.g., promoter and/or transcription factor binding sites and/or enhancers) may 
be operably linked with the heterologous nucleotide sequence encoding the B-domain 
deleted factor VIII depending on the level and tissue-preferred expression desired. As 
noted above, generally, the expression control element will comprise at least one 

25 enhancer element. However, it is recognized that a promoter or promoter element may 
also be included in the cassette. 

Selection of promoters or promoter elements is based in part on size. Small or 
minimal promoters may be preferred due to the packaging size constraints imposed by 
the AAV vector. 
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A variety of promoters may be used in the rAAV vectors of the invention, 
provided the size constraints noted above are met. These include, but are not limited to, 
the herpes simplex virus thymidine kinase or thymidylate synthase promoters (Merrill 
(1989) Proc. Natl Acad ScL USA Stf:4987, Deng etal (1989) Mol Cell Biol 9:4079), 
5 the hepatitis B virus core promoter (see, for example, Kramvis and Kew (1999) Viral 
Hepat 6:415-427), the human Ul snRNA promoter (see, for example, Asselbergs and 
Pronk (1993) Mol Biol Rep. 17:101-1 14), the mouse minimal albumin promoter with 
proximal elements (see, for example Pinkert et al (1987) Genes Dev. 1:268-276), the 
promoters described in the PCT publication WO09920773 (herein incorporated by 

10 reference), the minimal cytomegalovirus major immediate early promoter, the early and 
late SV40 promoters, the adenovirus major late promoter, the alpha- or beta-interferon 
promoters, event or tissue preferred promoters, etc. Promoters may be chosen so as to 
potently drive expression or to produce relatively weak expression, as desired. 

In one embodiment, rAAV vectors of the invention comprise B-domain deleted 

1 5 factor VIII coding sequences under the transcriptional control of a liver-preferred 

enhancer element, and an event-specific promoter, such that upon activation of the event- 
specific promoter the gene of interest encoded by the B-domain deleted factor VIII 
nucleic acid molecule is expressed. As used herein, an "event-specific promoter" is a 
promoter that is activated upon under certain cellular conditions. Numerous event- 

20 specific promoters may be utilized within the context of the present invention, including, 
without limitation, promoters which are activated by cellular proliferation (or are 
otherwise cell-cycle dependent) such as the thymidine kinase or thymidylate synthase 
promoters, or the transferrin receptor promoter, which will be transcriptionally active 
primarily in rapidly proliferating cells (such as hematopoietic cells) that contain factors 

25 capable of activating transcription from these promoters preferentially to express and 
secrete B-domain deleted factor VIII into the blood stream; promoters such as the alpha- 
or beta-interferon promoters, which are activated when a cell is infected by a virus (Fan 
and Maniatis (1989) EMBO J. 5:101; Goodbourn et al (1986) Cell ¥5:601); and 
promoters that are activated by the presence of hormones, e.g., estrogen response 

30 promoters. See Toohey et al. (1986) Mol Cell Biol 6:4526. 
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In another embodiment, rAAV vectors of the invention comprise the B-domain 
deleted factor VIII gene under the transcriptional control of a liver-preferred enhancer 
and a liver-preferred promoter, such that upon activation of the liver-preferred promoter, 
the B-domain deleted factor VIII gene is expressed. Representative examples of such 
5 liver-preferred promoters include, but are not limited to Phospho-Enol-Pyruvate 
Carboxy-Kinase ("PEPCK") (Hatzoglou et a/.(1988) J. Biol Chem. 263:17798; 
Benvenisty et al ( 1 989) Proc. Natl. Acad. Sci. USA 86: 1 1 1 8; Vaulont et al ( 1 989) Mol 
Cell Biol 5:4409), the alcohol dehydrogenase promoter (F elder (1989) Proc. Natl Acad. 
Sci. USA 55:5903), and the albumin promoter and the alphafetoprotein promoter 
10 (Feuerman et al (1989) Mol Cell Biol 9:4204; Camper and Tilghman (1989) Genes 
Develop. 3:537). 

The present invention also encompasses embodiments in which the rAAV vectors 
contain promoter elements that are binding sites for specific transcription factors These 
promoter elements are referred to herein as "transcription factor binding sites." The 

15 transcription factors that bind these sites may be ubiquitous or tissue-preferred. Non- 
limiting examples of binding sites for ubiquitous transcription factors include the TATA 
box (TATAAAA), which binds TFIID; the CAAT box (GGCCAATCT), which binds 
CTF/NF; the GC box (GGGCGG), which binds SP1, and the ATF box (GTGACGT), 
which binds ATF. Non-limiting examples of tissue-preferred transcription factor binding 

20 sites include the liver-preferred CAAT box binding sites for C/EBP proteins (optimal 
palindrome GATTGCGCAATC; set forth in SEQ ID NO:5); the binding sites for HNF1, 
HNF3, and HNF4 (see, for example, Costa and Grayson (1991) Nucleci Acids Res. 
19:4139-4145); and the binding site for TGT3 (see, for example, Chiang et al (1992) 
Biochim. Biophys. Acta 1132:337-339). 

25 In some embodiments of the invention, the expression control element comprises 

an enhancer for liver-preferred expression of the transgene. Non-limiting examples of 
such enhancers encompassed by the present invention include the al 
microglobulin/bikunin enhancer (see, for example, Rouet etal (1992) J. Biol Chem. 
267:20765029773), the hepatitis B virus Enhl (e.g. nucleotides 150-278 of Figure 1 or 

30 SEQ ID NO:l and Guo et al. (1991) J. Virol 65:6686-6692) and Enhll (Gustin et al 
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(1993) Virology 193(2):653-60) enhancers, the human albumin Ei. 7 and Ee enhancers 
(Hayashi et al (1992) 1 Biol Chem. 267: 14580-14585), and the human cytomegalovirus 
immediate early gene enhancer (Boshart et al. (1985) Cell 41:521-530). 

While any expression control element(s) known in the art may be employed, those 
5 skilled in the art will understand that the expression control element(s) employed will 
preferably comply with the size constraints described for AAV vectors. 

In addition, the rAAV vectors of the invention may contain polyadenylation 
signals operably linked with the heterologous nucleic acid sequence(s) to be delivered to 
the target cell. These polyadenylation sequences preferably conform to the size 
10 limitations described above. Preferred polyadenylation comprise less than about 100 bp. 
In one embodiment, the poladenylation signal is a synthetic polyadenylation signal (see, 
for example WO09920773, herein incorporated by reference). 

In one embodiment of the invention, the B-domain deleted factor VIII transgene 
cassette is as shown in Figure 1 (SEQ ID NO.T). This construct includes the left and 
15 right AAV terminal repeats and, in the 5' to 3' direction, the hepatitis B virus Enhl 

enhancer (nt 150-278), spacer sequence (nt 279-399), a B-domain deleted human factor 
VIII coding region (nt 419-4835), and the TK polyadenylation sequence (nt 4840-4914). 

B. Methods of Producing rAAV Stocks. 

20 There are at least three desirable features of an rAAV virus preparation for use in gene 

transfer. First, it is preferred that the rAAV virus should be generated at titers sufficiently high to 
transduce an effective proportion of cells in the target tissue. A high number of rAAV infectious 
units are typically required for gene transfer in vivo. For example, some treatments may require in 
excess of about 10 8 particles, about 10 9 particles, about 10 10 particles, about 10 11 particles, about 

25 10 12 particles, about 10 13 particles, about 10 14 particles, about 10 15 particles. Second, it is preferred 
that the rAAV virus preparations should be essentially free of replication-competent AAV (Le., 
phenotypically wild-type AAV which can be replicated in the presence of helper virus or helper 
virus functions). Third, it is preferred that the rAAV virus preparation as a whole be essentially 
free of other viruses (such as a helper virus used in AAV production) as well as helper virus and 

30 cellular proteins, and other components such as lipids and carbohydrates, so as to minimize or 
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eliminate any risk of generating an immune response in the context of gene transfer. This latter 
point is especially significant in the context of AAV because AAV is a "helper-dependent" virus 
that requires co-infection with a helper virus (typically adenovirus) or other provision of helper 
virus functions in order to be effectively replicated and packaged during the process of AAV 
5 production; and, moreover, as described above, adenovirus has been observed to generate a host 
immune response in the context of gene transfer applications (see, e.g., Le et al (1997); Byrnes et 
al (1995) Neuroscience 66:1015; McCoy et al (1995) Human Gene Therapy 6:1553; and Barr et 
al (1995) Gene Therapy 2:151). 

In order to replicate and package the rAAV vector, the missing functions are 

1 0 complemented with a packaging gene, or a plurality thereof, which together encode the 
necessary functions for the various missing rep and/or cap gene products. The packaging 
genes or gene cassettes are preferably not flanked by AAV ITRs and preferably do not 
share any substantial homology with the rAAV genome. 

The rAAV vector construct and complementary packaging gene constructs can be 

15 implemented in this invention in a number of different forms. Viral particles, plasmids, 
and stably transformed host cells can all be used to introduce such constructs into the 
packaging cell, either transiently or stably. 

A variety of different genetically altered cells can thus be used in the context of 
this invention. By way of illustration, a mammalian host cell may be used with at least 

20 one intact copy of a stably integrated rAAV vector. An AAV packaging plasmid 

comprising at least an AAV rep gene operably linked to a promoter can be used to supply 
replication functions (as described in U.S. Patent 5,658,776). Alternatively, a stable 
mammalian cell line with an AAV rep gene operably linked to a promoter can be used to 
supply replication functions (see, e.g., Trempe et al, U.S. Patent 5,837,484; Burstein et 

25 al, WO 98/27207; and Johnson et al., U.S. Patent 5,658,785). The AAV cap gene, 

providing the encapsidation proteins as described above, can be provided together with 
an AAV rep gene or separately (see, e.g., the above-referenced applications and patents 
as well as Allen et al. (WO 96/17947). Other combinations are possible. 

As is described in the art, and illustrated in the references cited above and in 

30 Examples below, genetic material can be introduced into cells (such as mammalian 
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"producer" cells for the production of rAAV) using any of a variety of means to 
transform or transduce such cells. By way of illustration, such techniques include, but 
are not limited to, transfection with bacterial plasmids, infection with viral vectors, 
electroporation, calcium phosphate precipitation, and introduction using any of a variety 
5 of lipid-based compositions (a process often referred to as "lipofection"). Methods and 
compositions for performing these techniques have been described in the art and are 
widely available. 

Selection of suitably altered cells may be conducted by any technique in the art. For 
example, the polynucleotide sequences used to alter the cell may be introduced simultaneously 

10 with or operably linked to one or more detectable or selectable markers as is known in the art. By 
way of illustration, one can employ a drug resistance gene as a selectable marker. Drug resistant 
cells can then be picked and grown, and then tested for expression of the desired sequence (i.e., a 
product of the heterologous polynucleotide). Testing for acquisition, localization and/or 
maintenance of an introduced polynucleotide can be performed using DNA hybridization-based 

15 techniques (such as Southern blotting and other procedures as known in the art). Testing for 

expression can be readily performed by Northern analysis of RNA extracted from the genetically 
altered cells, or by indirect immunofluorescence for the corresponding gene product. Testing and 
confirmation of packaging capabilities and efficiencies can be obtained by introducing to the cell 
the remaining functional components of AAV and a helper virus, to test for production of AAV 

20 particles. Where a cell is inheritably altered with a plurality of polynucleotide constructs, it is 
generally more convenient (though not essential) to introduce them to the cell separately, and 
validate each step seriatim. References describing such techniques include those cited herein. 

In one approach to packaging rAAV vectors in an AAV particle, the rAAV vector sequence 
(i.e., the sequence flanked by AAV ITRs), and the AAV packaging genes to be provided in trans, 

25 are introduced into the host cell in separate bacterial plasmids. Examples of this approach are 
described in Ratschin et al (1984) Mol Cell Biol 4:2012; Hermonat et a/.(1984) Proc. Natl 
Acad. Sci. USA 81 :6466; Tratschin et al ( 1 985) Mol Cell Biol 5:325 1 ; McLaughlin et al (9SS)J. 
Virol 62:1963; Lebkowski etal (188) Mol. Cell Biol 7:349; Samulski et al (989) J. Virol 
63:3822-3828; andFlotte etal (\992) Am. 1 Respir. Cell. Mol Biol 7;349. 
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A second approach is to provide either the rAAV vector sequence, or the AAV packaging 
genes, in the form of an episomal plasmid in a mammalian cell used for AAV replication. See, for 
example, U.S. Patent 5,173,414. 

A third approach is to provide either the rAAV vector sequence or the AAV packaging 
5 genes, or both, stably integrated into the genome of the mammalian cell used for replication. 

One exemplary technique of this third approach is outlined in international patent 
application WO 95/13365 (Targeted Genetics Corporation and Johns Hopkins University) and 
corresponding U.S. Patent No, 5,658,776 (by Flotte et al). This example uses a mammalian cell 
with at least one intact copy of a stably integrated rAAV vector, wherein the vector comprises an 
10 AAV ITR and a transcription promoter operably linked to a target polynucleotide, but wherein the 
expression of rep is limiting in the cell. In a preferred embodiment, an AAV packaging plasmid 
comprising the rep gene operably linked to a heterologous promoter is introduced into the cell, and 
then the cell is incubated under conditions that allow replication and packaging of the rAAV vector 
sequence into particles. 

15 Another approach is outlined in Trempe et al, U.S. Patent 5,837,484. This example uses a 

stable mammalian cell line with an AAV rep gene operably linked to a heterologous promoter so 
as to be capable of expressing functional Rep protein. In various preferred embodiments, the AAV 
cap gene can be provided stably as well or can be introduced transiently (e.g. on a plasmid). An 
rAAV vector can also be introduced stably or transiently. 

20 Another approach is outlined in patent application WO 96/17947 (Targeted Genetics 

Corporation). This example uses a mammalian cell which comprises a stably integrated AAV cap 
gene, and a stably integrated AAV rep gene operably linked to a helper virus-inducible 
heterologous promoter. A plasmid comprising the rAAV vector sequence is also introduced into 
the cells (either stably or transiently). The packaging of rAAV vector into particles is then 

25 initiated by introduction of the helper virus. 

Methods for achieving high titers of rAAV virus preparations that are substantially free of 
contaminating virus and/or viral or cellular proteins are outlined by Atkinson et al. in WO 
99/1 1764. Techniques described therein can be employed for the large-scale production of rAAV 
viral particle preparations. 
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These various examples address the issue of producing rAAV viral particles at sufficiently 
high titer, minimizing recombination between rAAV vector and sequences encoding packaging 
components, reducing or avoiding the potential difficulties associated with the expression of the 
AAV rep gene in mammalian cell line (since the Rep proteins can not only limit their own 

5 expression but can also affect cellular metabolism) and producing rAAV virus preparations that are 
substantially free of contaminating virus and/or viral or cellular protein. 

Packaging of an AAV vector into viral particles relies on the presence of a suitable helper 
virus for AAV or the provision of helper virus functions. Helper viruses capable of supporting 
AAV replication are exemplified by adenovirus, but include other viruses such as herpes viruses 

10 (including, but not limited to, HSV1 , cytomegalovirus and HHV-6) and pox virus (particularly 
vaccinia). Any such virus may be used. 

Frequently, the helper virus will be an adenovirus of a type and subgroup that can 
infect the intended host cell. Human adenovirus of subgroup C, particularly serotypes 1, 
2, 3, 4, 5, 6, and 7, are commonly used. Serotype 5 is generally preferred. 

15 The features and growth patterns of adenovirus are known in the art. See, for 

example, Horowitz, "Adenoviridae and their replication", pp 771-816 in "Fundamental 
Virology", Fields et al., eds. The packaged adenovirus genome is a linear DNA 
molecule, linked through adenovirus ITRs at the left- and right-hand termini through a 
terminal protein complex to form a circle. Control and encoding regions for early, 

20 intermediate, and late components overlap within the genome. Early region genes are 
implicated in replication of the adenovirus genome, and are grouped depending on their 
location into the El, E2, E3, and E4 regions. 

Although not essential, in principle it is desirable that the helper virus strain be 
defective for replication in the subject ultimately to receive the genetic therapy. Thus, 

25 any residual helper virus present in an rAAV virus preparation will be replication- 
incompetent. Adenoviruses from which the El A or both the El A and the E3 region have 
been removed are not infectious for most human cells. They can be replicated in a 
permissive cell line {e.g., the human 293 cell line) which is capable of complementing the 
missing activity. Regions of adenovirus that appear to be associated with helper function, 
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as well as regions that do not, have been identified and described in the art (see, e.g., P. 
Colosi et al., W097/17458, and references cited therein). 

For example, as described in Atkinson et al. (WO 99/1 1764), a "conditionally- 
sensitive" helper virus can also be employed to provide helper virus activity. Such a 
5 helper virus strain must minimally have the property of being able to support AAV 
replication in a host cell under at least one set of conditions where it itself does not 
undergo efficient genomic replication. Where helper virus activity is supplied as intact 
virus particles, it is also generally necessary that the virus be capable of replication in a 
host cell under a second set of conditions. The first set of conditions will differ from the 

10 second set of conditions by a readily controllable feature, such as the presence or absence 
of a required cofactor (such as a cation), the presence or absence of an inhibitory drug, or 
a shift in an environmental condition such as temperature. Most conveniently, the 
difference between the two conditions is temperature, and such a conditionally-sensitive 
virus is thus referred to as a temperature-sensitive helper virus. 

15 Helper virus may be prepared in any cell that is permissive for viral replication. 

For adenovirus, preferred cells include 293 cells and HeLa cells. It is preferable to 
employ culture techniques that permit an increase in seeding density. 293 cells and HeLa 
cell variants are available that have been adapted to suspension culture. HeLa is 
preferable for reasons of cell growth, viability and morphology in suspension. These 

20 cells can be grown at sufficient density (2 x 10 6 per ml) to make up for the lower 

replication rate of the temperature-sensitive adenovirus strain. Once established, cells are 
infected with the virus and cultured at the permissive temperature for a sufficient period; 
generally 3-7 days and typically about 5 days. 

Examples of methods useful for helper virus preparation, isolation and 

25 concentration can be found in Atkinson et al (WO 99/1 1764). 

Several criteria influence selection of cells for use in producing rAAV particles as 
described herein. As an initial matter, the cell must be permissive for replication and 
packaging of the rAAV vector when using the selected helper virus. However, since 
most mammalian cells can be productively infected by AAV, and many can also be 

30 infected by helper viruses such as adenovirus, it is clear that a large variety of 
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mammalian cells and cell lines effectively satisfy these criteria. Among these, the more 
preferred cells and cell lines are those that can be easily grown in culture so as to 
facilitate large-scale production of rAAV virus preparations. Again, however, many such 
cells effectively satisfy this criterion. Where large-scale production is desired, the choice 
5 of production method will also influence the selection of the host cell. For example, as 
described in more detail in Atkinson et al. (WO 99/1 1764) and in the art, some 
production techniques and culture vessels or chambers are designed for growth of 
adherent or attached cells, whereas others are designed for growth of cells in suspension. 
In the latter case, the host cell would thus preferably be adapted or adaptable to growth in 

10 suspension. However, even in the case of cells and cell lines that are regarded as 

adherent or anchorage-dependent, it is possible to derive suspension-adapted variants of 
an anchorage-dependent parental line by serially selecting for cells capable of growth in 
suspension. See, for example, Atkinson et al. (WO 99/1 1764). 

Ultimately, the helper virus, the rAAV vector sequence, and all AAV sequences 

15 needed for replication and packaging must be present in the same cell. Where one or 
more AAV packaging genes are provided separately from the vector, a host cell is 
provided that comprises: (i) one or more AAV packaging genes, wherein each said AAV 
packaging gene encodes an AAV replication or encapsidation protein; (ii) a heterologous 
polynucleotide introduced into said host cell using an rAAV vector, wherein said rAAV 

20 vector comprises said heterologous polynucleotide flanked by at least one AAV ITR and 
is deficient in said AAV packaging gene(s); and (iii) a helper virus or sequences encoding 
the requisite helper virus functions. It should be noted, however, that one or more of 
these elements may be combined on a single replicon. 

The helper virus is preferably introduced into the cell culture at a level sufficient 

25 to infect most of the cells in culture, but can otherwise be kept to a minimum in order to 
limit the amount of helper virus present in the resulting preparation. A multiplicity of 
infection or "MOP of 1-100 may be used, but an MOI of 5-10 is typically adequate. 

Similarly, if the rAAV vector and/or packaging genes are transiently introduced 
into the packaging cell (as opposed to being stably introduced), they are preferably 

30 introduced at a level sufficient to genetically alter most of the cells in culture. Amounts 
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generally required are of the order of 10 jag per 10 6 cells, if supplied as a bacterial 
plasmid; or 10 8 particles per 10 5 cells, if supplied as an AAV particle. Determination of 
an optimal amount is an exercise of routine titration that is within the ordinary skill of the 
artisan. 

5 These elements can be introduced into the cell, either simultaneously, or 

sequentially in any order. Where the cell is inheritably altered by any of the elements, the 
cell can be selected and allowed to proliferate before introducing the next element. 

In one preferred example, the helper virus is introduced last into the cell to rescue 
and package a resident rAAV vector. The cell will generally already be supplemented to the 
1 0 extent necessary with AAV packaging genes. Preferably, either the rAAV vector or the 
packaging genes, and more preferably both are stably integrated into the cell. It is readily 
appreciated that other combinations are possible. Such combinations are included within 
the scope of the invention. 

Once the host cell is provided with the requisite elements, the cell is cultured 
15 under conditions that are permissive for the replication AAV, to allow replication and 
packaging of the rAAV vector. Culture time is preferably adjusted to correspond to peak 
production levels, and is typically 3-6 days. rAAV particles are then collected, and isolated 
from the cells used to prepare them. 

Optionally, rAAV virus preparations can be further processed to enrich for rAAV 
20 particles, deplete helper virus particles, or otherwise render them suitable for 
administration to a subject. See Atkinson et al for exemplary techniques (WO 
99/1 1764). Purification techniques can include isopynic gradient centrifugation, and 
chromatographic techniques. Reduction of infectious helper virus activity can include 
inactivation by heat treatment or by pH treatment as is known in the art. Other processes 
25 can include concentration, filtration, diafiltration, or mixing with a suitable buffer or 
pharmaceutical excipient. Preparations can be divided into unit dose and multi dose 
aliquots for distribution, which will retain the essential characteristics of the batch, such as 
the homogeneity of antigenic and genetic content, and the relative proportion of 
contaminating helper virus. 

-35- 

RTA0t/2084617vl Attorney Docket No. 5052-53 



Various methods for the determination of the infectious titer of a viral preparation 
are known in the art. For example, one method for titer determination is a high- 
throughput titering assay as provided by Atkinson et al. (WO 99/1 1764). Virus titers 
determined by this rapid and quantitative method closely correspond to the titers 
5 determined by more classical techniques. In addition, however, this high-throughput 
method allows for the concurrent processing and analysis of many viral replication 
reactions and thus has many others uses, including for example the screening of cell lines 
permissive or non-permissive for viral replication and infectivity. 

A preferred method for providing helper functions through infectious adenovirus 

10 employs a non-infectious adenovirus miniplasmid that carries all of the helper genes 

required for efficient AAV production (Ferrari et al. (1997) Nature Med. 5:1295; Xiao et 
al (1998) J. Virology 72:2224). The rAAV titers obtained with adenovirus miniplasmids 
are forty-fold higher than those obtained with conventional methods of wild-type 
adenovirus infection (Xiao et al (1998) J. Virology 72:2224). This approach obviates the 

15 need to perform co-transfections with adenovirus (Holscher et al (1994) J. Virology 

68:7169; Clark et al (1995) Hum. Gene Ther. 6:1329; Trempe and Yang (1993), in, Fifth 
Parvovirus Workshop (Crystal River, FL). 

Other methods of producing rAAV stocks have been described, including but not 
limited to, methods that split the rep and cap genes onto separate expression cassettes to 

20 prevent the generation of replication-competent AAV (Allen et al (1997) J. Virol 

77:6816), and methods employing packaging cell lines (Gao et al (1998) Human Gene 
Therapy 9:2353; Inoue et al (1998)/. Virol 72:7024). 

The present invention provides methods of producing a high titer rAAV vector 
stocks carrying the B-domain deleted factor VIII transgenes and B-domain deleted factor 

25 VIII expression cassettes of the invention. These results are surprising as prior attempts 
to produce rAAV/factor VIII have failed to generate adequate titers of virus for in vivo 
administration. 

The inventive methods of producing high titer rAAV/B -domain deleted factor 
VIII stock involves infecting a packaging cell with a rAAV vector carrying a 
30 heterologous nucleotide sequence encoding a B-domain deleted factor VIII, as described 
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above. The rAAV vector is replicated and packaged by the packaging cell, and the rAAV 
particles are collected to form an AAV stock. This stock has a titer of at least about 1 0 4 , 
about 10 5 , about 10 6 , about 10 7 , about 10 s , about 10 9 , about 10 10 , about 10 n , about 10 12 , 
or about 10 particles per milliter. 
5 Preferred packaging cells for producing rAAV stocks are known in the art and 

include packaging cells for producing rAAV by methods involving adenovirus helper 
virus or adenovirus miniplasmids, including but not limited to, 293 cells (see, e.g., 
Samulski etal (1989) J. Virology 63:3822; Ferrari et al (1997) Nature Med 3:1295; 
Xiao et al (1998) 1 Virology 72:2224). Other rAAV packaging cells include those 
10 described by Gao et al (1998) Human Gene Therapy 9:2353 and Inoue et al (1998) 1 
Virol 72:7024. 

C. Gene Transfer Technology. 

The methods of the present invention provide a means for delivering heterologous 

15 nucleotide sequences into a broad range of host cells, including dividing and non- 
dividing cells both in vitro (e.g., to produce factor VIII protein or for ex vivo gene 
therapy) and in vivo. The vectors, methods, and pharmaceutical formulations of the 
present invention are additionally useful in a method of administering a protein or peptide 
to a subject in need thereof, or a method of treatment or otherwise. In this manner, the 

20 protein or peptide may thus be produced in vivo in the subject. The subject may be in 
need of the protein or peptide because the subject has a deficiency of the protein or 
peptide, or because the production of the protein or peptide in the subject may impart 
some therapeutic effect, as a method of treatment or otherwise, and as explained further 
below. 

25 In general, the present invention can be employed to deliver any heterologous 

nucleotide sequence encoding a biologically-active B -domain deleted factor VIII that can 
be packaged by a rAAV vector, as described above. The heterologous nucleotide 
sequence encoding the B -domain deleted factor VIII gene may be administered to a 
subject to achieve a therapeutic effect. For example, the heterologous nucleotide 
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sequence encoding the B-domain deleted factor VIII may be administered to enhance 
{e.g., improve, increase, augment) blood coagulation. 

D. Subjects, Pharmaceutical Formulations, Vaccines and Modes of Administration. 
5 The present invention finds use in veterinary and medical applications. Suitable 

subjects include both avians and mammals, with mammals being preferred. The term 
"avian" as used herein includes, but is not limited to, chickens, ducks, geese, quail, 
turkeys and pheasants. The term "mammal" as used herein includes, but is not limited to, 
humans, bovines, ovines, caprines, equines, felines, canines, lagomorphs, etc. Human 
10 subjects are most preferred. Human subjects include neonates, infants, juveniles, and 
adults. 

In particular embodiments, the present invention provides a pharmaceutical 
composition comprising a rAAV particle of the invention in a pharmaceutically 
acceptable carrier or other medicinal agents, pharmaceutical agents, carriers, adjuvants, 

1 5 diluents, etc. For injection, the carrier will typically be a liquid. For other methods of 
administration, the carrier may be either solid or liquid, such as sterile, pyrogen-free 
water or sterile pyrogen-free phosphate-buffered saline solution. For inhalation 
administration, the carrier will be respirable, and will preferably be in solid or liquid 
particulate form. As an injection medium, it is preferred to use water that contains the 

20 additives usual for injection solutions, such as stabilizing agents, salts or saline, and/or 
buffers. 

By "pharmaceutically acceptable" is intended a material that is not biologically or 
otherwise undesirable, i.e., the material may be administered to a subject along with the 
viral vector without causing any undesirable biological effects. Thus, such a 
25 pharmaceutical composition can be used, for example, in transfection of a cell ex vivo or 
in administering a viral particle directly to a subject. 

The present invention further provides a method of delivering a heterologous 
nucleotide sequence encoding B-domain deleted factor VIII to a cell. For in vitro 
methods, the virus can be administered to the cell by standard viral transduction methods, 
30 as are known in the art. Preferably, the virus particles are added to the cells at the 
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appropriate multiplicity of infection according to standard transduction methods 
appropriate for the particular target cells. Titers of virus to administer can vary, 
depending upon the target cell type and the particular virus vector, and can be determined 
by those of skill in the art without undue experimentation. Alternatively, administration 
of a rAAV vector of the present invention can be accomplished by any other means 
known in the art. 

The cell to be administered the inventive virus vector can be of any type, 
including but not limited to neural cells (including cells of the peripheral and central 
nervous systems, in particular, brain cells), retinal cells, epithelial cells (e.g., gut and 
respiratory), muscle cells, pancreatic cells (including islet cells), hepatic cells, myocardial 
cells, bone cells (e.g., bone marrow stem cells), hematopoietic stem cells, spleen cells, 
fibroblasts, endothelial cells, germ cells, and the like. Moreover, the cells can be from 
any species of origin, as indicated above. 

In particular embodiments of the invention, cells are removed from a subject, the 
rAAV vector is introduced therein, and the cells are then replaced back into the subject. 
Methods of removing cells from a subject for treatment ex vivo, followed by introduction 
back into the subject are known in the art. Alternatively, the rAAV vector is introduced 
into cells from another subject or from cultured cells to express the B-domain deleted 
factor VIII therein, and the cells are administered to a subject in need of factor VIII 
therapy. Suitable cells for ex vivo gene therapy include, but are not limited to, liver cells, 
neural cells (including cells of the central and peripheral nervous systems, in particular, 
brain cells), pancreas cells, spleen cells, fibroblasts (e.g., skin fibroblasts), keratinocytes, 
endothelial cells, epithelial cells, myoblasts, hematopoietic stem cells, and bone marrow 
stromal cells. 

A further aspect of the invention is a method of treating subjects in vivo with the 
inventive virus particles. Administration of the rAAV particles of the present invention 
to a human subject or an animal in need thereof can be by any means known in the art for 
administering virus vectors. A "therapeutically effective" amount as used herein is an 
amount of the rAAV/B-domain deleted factor VIII vector that is sufficient to alleviate 
(e.g., mitigate, decrease, reduce) at least one of the symptoms associated with factor VIII 
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deficiency (e.g., blood coagulation). It is not necessary that the administration of the B- 
domain deleted factor VIII eliminate the symptoms of Factor VIII deficiency, as long as 
the benefits outweigh the detriments of B-domain deleted factor VIII administration. 
The normal range of factor VIII in human plasma is approximately 100 - 200 
5 ng/ml. Normal blood clotting is seen with plasma factor VIII levels that are as low as 5% 
of normal. Therapeutic effects may be observed with as little as 1% of normal plasma 
factor VIII levels (Nilsson et al (1992) J. Int. Med, 232:25-32; Lofgvist et al (1997) J. 
Int. Med. 241:395-400; Petrini et al (1991) Am. J. Ped. Hem. Owe. 13:280-287; and 
Hematology-Principles and Practice, 3rd ed. (2000) Hoffman, R; ed., pages 1884-1885). 

10 Administration of a rAAV/B-domain deleted factor VIII vector of the invention to a 
subject preferably results in plasma factor VIII levels that are at least about 1% of 
normal, more preferably at least about 5% of normal, still more preferably at least about 
10% of normal, yet more preferably at least about 20% of normal, still yet more 
preferably at least about 25% of normal factor VIII levels. 

15 In particularly preferred embodiments of the invention, the nucleotide sequence of 

interest is delivered to the liver of the subject. Administration to the liver can be 
achieved by any method known in the art, including, but not limited to intravenous 
administration, intraportal administration, intrabiliary administration, intra-arterial 
administration, and direct injection into the liver parenchyma. 

20 Accordingly, a further aspect of the present invention is a method of treating a 

subject with factor VIII deficiency, including hemophilia A. As used herein, a factor 
VIII deficiency may be due to a defective protein or lack of protein. Preferably, the 
subject is a human subject. According to this method, the subject is administered n an 
amount of a rAAV/factor VIII vector sufficient to produce a biologically effective 

25 amount of factor VIII to one or more tissues. Preferably, the tissue is brain, pancreas, 
spleen, liver, reticulum endothelial system (RES), lymphoid, or muscle, or bone 
marrow/stromal cells, most preferably, the liver. 

In preferred embodiments, the rAAV vector is administered to the liver. 
Preferably, the cells (e.g., liver cells) are infected by the rAAV/B-domain deleted factor 

30 VIII vector, express the B-domain deleted factor VIII protein, and secrete the protein into 
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the circulatory system in a therapeutically effective amount as defined above. It is not 
necessary that the symptoms of factor VIII deficiency be eliminated, as long as the 
benefits outweigh the detriments of administering the factor VIII. 

Exemplary modes of administration include oral, rectal, transmucosal, topical, 
5 transdermal, inhalation, parenteral (e.g., intravenous, subcutaneous, intradermal, 

intramuscular, and intraarticular) administration, and the like, as well as direct tissue or 
organ injection, alternatively, intratrahecal, direct intramuscular, intraventricular, 
intravenous, intraperitoneal, intranasal, or intraocular injections. Injectables can be 
prepared in conventional forms, either as liquid solutions or suspensions, solid forms 

10 suitable for solution or suspension in liquid prior to injection, or as emulsions. 

Alternatively, one may administer the virus in a local rather than systemic manner, for 
example, in a depot or sustained-release formulation. 

In preferred embodiments, the inventive rAAV vectors are administered by 
intravenous administration, more preferably, by intravenous administration to the liver 

1 5 (as described below). 

Dosages will depend upon the mode of administration, the severity of the disease 
or condition to be treated, the individual subject's condition, the particular virus vector, 
and the gene to be delivered, and the species of the subject, the size and weight of the 
subject, and can be determined in a routine manner. Exemplary doses for achieving 

20 therapeutically effective amounts in the circulatory system are about 10 8 , about 10 9 , 

about 10 10 , about 10 11 , about 10 12 , about 10 13 , about 10 14 , about 10 15 infectious units, 
depending upon the level of transgene produced, the activity of the protein, etc. 

The invention will now be illustrated with reference to certain examples which are 
included herein for the purposes of illustration only, and which are not intended to be 

25 limiting of the invention. 



Example 1 : Vector Constructs 
rAAV plasmids expressing human B-domain deleted factor VIII or enhanced 
green fluorescent protein (EGFP) were constructed. Briefly, pmt2LA (Pittman et al 
30 (1993) Blood 57:2925; gift from Dr. D. Pittman, Genetics Institute, Cambridge, MA) was 



RTA01/2084617vl 



-41- 



Attomey Docket No. 5052-53 



amplified by PCR to generate a 4435 bp fragment encoding full sequence of B-domain 
deleted-human factor VIII. The 4435 bp B-domain deleted human factor VIII cDNA was 
inserted into a cassette containing either spacer sequence (pDLZ2) or Enhancer I (Enhl) 
of hepatitis B virus and spacer sequence (pDLZ6) (Guo et al (1991) J. Virology 
5 55:6686). The sequence of pDLZ6 is presented in Figure 1 (SEQ ID NO: 1) along with 
the amino acid sequence of the B-domain deleted human factor VIII protein (also shown 
in SEQ ID NO:2). The first 19 amino acid residues represent a signal peptide, which is 
cleaved off before the B-domain deleted human factor VIII precursor is translocated into 
the endoplasmic reticulum. The B-domain deleted human factor VIII cDNA in pDLZ6 

10 was replaced with EGFP cDNA from pTR-EGFP (R. Haberman, UNC Gene Therapy 
Center, Chapel Hill, NC) to construct pDLZ8. All constructs employ the Tk 
polyadenylation signal, and flanked using the AAV ITRs from pAAV/cFIX. 

The pDLZ6 construct comprises two ITRs, at about nucleotide (nt) positions 1- 
146 and 4916-5084 of Figure 1 (and SEQ ID NO:l), a hepatitis B virus Enhl enhancer 

1 5 element at about nucleotide positions 1 50-278, spacer sequence at about nucleotide 
positions 279-399, B-domain deleted human factor VIII cDNA at about nucleotide 
positions 419-4835, and a Tk polyA sequence at about nucleotide positions 4804-4914. 

Example 2: Cells and Culture 
293, HeLa, and HepG2 cells were cultured in Dulbecco's modified eagles media 

20 (DMEM, Gibco/BRL, Gaithersburg, MD) with 10% fetal bovine serum (FBS, 
Gibco/BRL, Gaithersburg, MD), with or without antibiotics (penicillin and 
streptomycin), at 37°C and 5% C02. FBS was heat-inactivated at 55°C for 30 minutes. 
Under these conditions, factor VIII protein and activity could not be detected in FBS. 

25 Example 3: rAAV Production and Purification 

rAAV was generated using a three plasmid transfection scheme. Briefly, 
subconfluent 293 cells were co-transfected with the rAAV vector plasmid, AAV helper 
plasmid pXX2 (Xiao et al (1998) J. Virology 72:2224), and adenovirus helper plasmid 
pXX6 using calcium phosphate precipitation. Forty-eight hours post-transfection, the 

30 cells were harvested, lysed by 3 -cycles of freeze-thawing, and sonicated to release the 
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rAAV virion particles. Following ammonium-sulfate precipitation, the virus particles 
were purified and concentrated by cesium density gradient centrifugation twice. Viral 
particles were titered by dot-blot; the rAAV/human factor VIII peak gradient fractions 
were pooled, dialyzed against phosphate buffer saline (PBS), and stored at -20°C. 

Example 4: In vitro Expression of B-domain deleted human factor VIII 
2xl0 5 of 293 or HepG2 cells were plated in each well of 6-well plates. Twenty- 
four hours post-plating, cells were transduced with rAAV virus particles/cell (MOI=10), 
with or without adenovirus (MOI=l) for 1 hour. The cell media were harvested for 
analysis and replaced with fresh media every 24 hours post-infection. All the 
media/serum used for assaying human factor VIII expression and function were screened 
free of factor VIII. 

Example 5: Protein Function and Inhibitor Assay for Human Factor VIII 

rAAV-originated human factor VIII protein was detected by Enzyme-Linked 
Immunosorbent Assay (ELISA. Briefly, monoclonal sheep anti-human factor VIII 
antibody (Affinity Biological, Inc., Canada) was used as capture antibody. Peroxidase- 
conjugated sheep anti-human factor VIII antibody (Affinity Biological, Inc., Canada) was 
used as secondary antibody. The factor VIII levels were calculated according to the 
standard curve derived from serial dilution of the pooled normal human plasma (UCRP, 
Fisher Scientific). The reproducible sensitivity of the ELISA for human factor VIII was 
determined to be 0.3 ng/ml. 

Function of the rAAV-originated B-domain deleted factor VIII was tested by the 
activated partial thromboplastin time (APTT) and Coatest (Chromgenix AB, Sweden). 
APTT was performed, except using factor VHI-deficient plasma rather than FIX-deficient 
plasma (Pacific Hemostasis). Coatest was performed following manufacturer's 
instructions. A serial dilution of pooled normal human plasma was used to generate the 
standard curve of factor VIII activity. 

The Bethesda inhibitor assay (BIA) was used to detect anti-human factor VIII 
inhibitors in mouse serum (Kasper et al. (1975) Thrombosis et Diathesis Haemorrhagica 
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34:612). Briefly, mouse plasma was incubated at 55°C for 30 minutes to inactivate 
endogenous murine factor VIII. The serial dilutions of the treated mouse plasma were 
then mixed with an equal volume of pooled normal human plasma (UCRP, Fisher 
Scientific) and incubated at 37°C for 2 hours. APTT was performed to determine the 
residual factor VIII activity in the UCRP incubated with the inactivated mouse plasma. 
The anti-human factor VIII inhibitor titer was calculated from the residual factor VIII 
activity of each sample according to the established BIA standard curve. 

Example 6: Animal Care and Manipulation Procedure 
The mice were maintained at the animal facilities at the University of North 
Carolina at Chapel Hill in accordance with the guidelines of the UNC Institutional 
Animal Care and Use Committee. Each animal was weighed and sedated using a mixture 
of ketamine (lOOmg/kg) and xylanine (5mg/kg) prior to virus administration. Under a 
dissecting microscope, a 1-cm vertical midline abdomen incision was made. 2xl0 10 or 
2x 10 1 1 particles of rAAV/DLZ6 or rAAV/DLZ8 in 200-400 ul of phosphate buffered 
saline (PBS) was injected to liver via portal vein using Harvard Apparatus pump 22 in 2- 
5 minutes. Blood was collected via the retro-orbital plexus and the plasma stored at - 
80°C. Tissues/organs were collected for histology and DNA/RNA analyses of three mice 
sacrificed at week 30 post-injection. Tissues collected included liver, spleen, kidney, 
testis, heart, brain, spinal cord, intestine, muscle, lymph nodes, and bone marrow. 
Tissues were either frozen at -80°C (for DNA and RNA isolation) or fixed in 10% 
neutral-buffered formalin overnight before processing. 
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Example 7: DNA Isolation and Analysis 
High molecular weight genomic and low molecular weight DNA (Hirt) were 
isolated and used for Southern Blot and DNA PCR. 29.5 pg, 5.9pg, 1.18 pg, 0.1 18 pg, 
and 0.059 pg of plasmid pDLZ6 were added to 20 ug genomic DNA from control mouse 
liver produced copy number standard, respectively equivalent to 5, 1, 0.2, 0.02 and 0.01 
copies of rAAV/DLZ6 vector genome per murine liver cell. The genomic DNA was 
digested with restriction enzyme SphI, which cuts the plasmid pDLZ6 internal to each 
ITR, releasing a 4.6 kb DLZ6 genome, and then separated by agarose gel. The blot was 
hybridized with 32 P-labeled human factor VIII probes. 

A Sense primer (5'-AACCTTTACCCCGTTGCTCG-3') and antisense primer 
(5 '-GTCTTTTTGTACACGACTGAGG-3 ') were used to amplify a 450 bp rAAV/DLZ6 
vector unique fragment. The PCR conditions were 95°C for 5 minutes followed by 30 
cycles with 95°C for 2 minutes, 50°C for 1 minute, 72°C for 1 minute. 

Example 8: RNA Extraction, Northern Blot and Reverse Transcription (RT) PCR 
Total cellular RNA extracted from cultured cells or frozen mouse tissues was used 
for Northern Blot or RT-PCR in a similar. A sense primer (5'- 
TTCTCCCCAATCC AGCTGG-3 ') and antisense primer (5'- 

GAGTTATTTCCCGTTGATGG-3 ') were used to amplify a 534 bp unique human factor 
VIII cDNA fragment. The PCR conditions were 95°C for 2 minutes, followed with 30 
cycles using: 95 °C for 1 minute, 55°C for 1 minute, 72°C for 1 minute. A pair of p-actin 
primers was used as an internal control of RT/PCR for each sample described. 

Example 9: Histological Analysis 
Formalin-fixed tissues were alcohol dehydrated and paraffin embedded. Tissues 
were sectioned at 6 um each, deparaffinized in xylene, rehydrated through graded 
ethanol, and either stained with hematoxylin and eosin (H & E). 
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Example 10: Packaging of rAAV B-domain deleted human factor VIII 
Two rAAV vectors expressing B-domain deleted human factor VIII, pDLZ2 and 
pDLZ6 (Figure 2), were constructed to test the utility of the Hepatitis B virus Enhl 
enhancer element. Over 10 12 rAAV/DLZ6 or rAAV/DLZ2 particles per milliliter were 
produced using triple plasmid transfection and cesium chloride density gradient 
centrifugation. To confirm the replication of rAAV virions, low molecular weight viral 
DNA was isolated following transduction of HeLa or HepG2 cells with rAAV (MOI=10) 
and adenovirus type 5 (MOM). As shown in Figure 3, the expected monomer and dimer 
replication forms of rAAV/DLZ6 and rAAV/DLZ2 were detected using a probe specific 
for the transgene. Isolation of rAAV/DLZ6 virion DNA confirmed that the expected 
monomer size was packaged (Figure 3). Following transduction, rAAV/DLZ6 containing 
the Enhl sequence produced a 30-fold increase in mRNA transcript in HeLa and HepG2 
as compared to rAAV lacking the enhancer element (data not shown). 

Based on these results, we performed factor VIII functional assays using vector 
derived from pDLZ6. human factor VIII protein expression was performed by ELISA 
measurement of factor VIII protein from cell media harvested at 24 hours following 
transfection and transduction. Assessment of functional human factor VIII was 
performed using APTT and Coatest assays (see Table 1). Thus despite its greater than 
wild-type size, recombinant virus was efficiently packaged and produced functional B- 
domain deleted human factor VIII. Based on these results, rAAV/DLZ6 was used for in 
vivo analysis. 
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Table 1 

In vitro Expression of B-domain deleted human factor VIII from AAV Vectors 





Antigen Assay 


Functional 


Assay 




ELISA 


APTT 


Coatest 


Transfection 


5.6 ng/ml 


25% 


28 mu/ml 


Transduction 


15 ng/ml 


40% 


72 mu/ml 



** lx 10 6 293 cells were transduced with rAAV/DLZ6 or rAAV/DLZ8 (EGFP) at 
MOI=10. Media were harvested at 24 hours for human factor VIII assay. The media 
overlay 293/EGFP was used as control. UCRP served as the standard, which is 
equivalent to 200 ng/ml human factor VIII antigen and 1000 mu/ml Coatest activity. 
APTT refers to the percent of normal factor VIII activity. Results are expressed as the 
mean of three experiments, each performed in triplicate. 

Example 11: Long-term Expression of human factor VIII in Mice 
rAAV/DLZ6 was injected into the portal vein of 4- week-old male mice or 6- 
week-old NOD/scid mice. Blood samples were collected via the retro-orbit plexus 
biweekly. B-domain deleted human factor VIII protein was not detected in the plasma of 
2 mice receiving 2xl0 10 rAAV/DLZ6 until 4 weeks post-injection of the AAV (data not 
shown). Once detected, the human factor VIII levels remained at 2-3% of normal human 
levels factor VIII level (200 ng/ml) for over 1 1 months. In contrast, a mean of 42 ng/ml 
of B-domain deleted human factor VIII or 21% of normal human factor VIII level was 
detected in the plasma of 4 mice receiving 2xlO n rAAV/DLZ6 at 1 week post-injection 
(Figure 4, Panel A). High titer anti-human factor VIII inhibitor was detected in the 
plasma of all of the mice receiving rAAV/DLZ6 as early as 1 week post-injection (see 
Figure 4, Panel A). The anti-human factor VIII inhibitor titer increased to a maximum 
titer at 9 to 12 weeks post-injection (Figure 4, Panel A). The appearance of inhibitor 
coincided with the decrease in B-domain deleted human factor VIII plasma protein. As 
expected, neither B-domain deleted human factor VIII nor anti-human factor VIII 
inhibitor were detected in the plasma of control mice receiving rAAV expressing the 
EGFP transgene (data not shown). 
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In order to adequately assess the expression of B-domain deleted human factor 
VIII protein, immuno-incompetent NOD/scid mice received 1.5 xlO 11 virus via portal 
vein injection. Plasma levels of B-domain deleted human factor VIII determined by 
ELISA reached 35 ng/ml (17% of normal level) on day 10 post-injection and increased to 
5 55 ng/ml (27% of normal level) (Figure 4, Panel B). As expected, B-domain deleted 
human factor VIII was not detected in the plasma of mock infected scid mice (data not 
shown). 



Example 12; rAAV Vector Spread and Histologic Analysis 

10 The mice receiving rAAV vector were sacrificed at 30 weeks post-injection. 

Peripheral blood, liver, spleen, lymph nodes, kidney, intestine, testis, skin, muscle, heart, 
lungs, aorta, bone marrow, brain and spinal cord were analyzed to determine vector 
spread following systemic administration. DNA PCR utilizing primer pairs specific for 
the vector DLZ6 amplified a 450-bp product. Vector genome was detected only from 

15 liver samples 30 weeks after portal vein injection (Figure 5, Panel A). RT-PCR 

employed a pair of primers which amplify a 534 bp fragment of B-domain deleted human 
factor VIII cDNA. Only RNA isolated from the liver generated the appropriate PCR 
product, confirming the DNA PCR result (Figure 5, Panel B). Amplification of a 250 bp 
p-actin fragment was utilized as internal control for RTVPCR showed intact and equal 

20 amount of RNA were used for each sample in RT-PCR (data not shown). By using both 
DNA PCR and Southern blot analysis, an estimated 0.05 copies of rAAV/DLZ6 genome 
per cell were present at 30 weeks post-transduction in animals given 2xl0 u rAAV 
particles (Figure 5, Panels A & C). This result is in agreement with previous reports 
((Snyder et al (1999) Nature Medicine 5:64; Xiao et al (1998) J. Virology 72: 10222). 

25 No significant pathology was observed in the liver, spleen, GI tract, gonads, brain, heart, 
and lungs (data not shown). 



Example 13: rAAV Molecular Analysis in Liver Cells 
At the time of sacrifice, 30 weeks, low molecular weight DNA (Hirt DNA) and 
30 high molecular weight genomic DNA were isolated from several organs of the mice 
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receiving rAAV/DLZ6. Using the restriction enzyme Sph I, which cuts internal to each 
ITR, and Southern blotting unrearranged rAAV/DLZ6 genome were detected only in the 
high molecular weight fraction (Figure 5, Panel C). Approximately 0.05 vector genome 
copies/cell were detected in the high molecular weight DNA fraction. DNA PCR 
confirmed that the rAAV/DLZ6 vector genome signal could not be detected in the Hirt 
DNA fraction (data not shown). The sensitivity of the PCR assay is 0.001 copies/cell. 

Example 14: Phenotypic Correction in factor VIII Knock-Out Mice 
rAAV/DLZ6 is administered to mice in which the gene encoding factor VIII has 
been "knocked out" by homologous recombination, thereby producing a phenotype 
corresponding to hemophilia A. Mice are administered either 2 x 10 10 or 2 x 10 11 
particles of rAAV/DLZ6 or a control vector via portal vein injection as described in the 
previous Examples. 

Hepatic expression of B-domain deleted human factor VIII is determined as 
described in the previous Examples. In addition, plasma levels of B-domain deleted 
human factor VIII and factor VIII inhibitors are monitored over time, also as described 
above. Functional assays of factor VIII activity (e.g., Coatest) are also carried out to 
determine functional B-domain deleted human factor VIII protein expression in plasma. 
The rAAV/DLZ6- treated mice are monitored over time for phenotypic changes due to 
expression of the B-domain deleted human factor VIII, i.e., amelioration or correction of 
phenotypic traits associated with hemophilia (for example, improved clotting time). 

In this manner, long-term hepatic expression of B-domain deleted human factor 
VIII using a rAAV vector (Example 1 1) is correlated with phenotypic improvement in 
hemophiliac animals. 

Example 15: Phenotypic Correction in Hemophiliac Dogs 
Hemophiliac dogs are administered a rAAV vector carrying a B-domain deleted 
canine factor VIII (canine factor VIII). The B-domain deleted canine factor VIII 
expression cassette is essentially as described in Example 1 for the human factor VIII 
expression cassette and includes flanking AAV ITRs, Enhl enhancer, noncoding 
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sequence, and Tk poly(A) sequence. Plasmid pDLZIO encodes the canine factor VIII 
expression cassette. The nucleotide sequence of pDLZIO is shown in Figure 7 along with 
the amino acid sequence of the B-domain deleted canine factor VIII encoded thereby. 
This construct comprises two ITRs, at about nucleotide (nt) positions 1-144 and 4885- 
5 5048 of Figure 1 (SEQ ID NO: 1), a hepatitus B virus Enhl enhancer element at about nt 
positions 149-278, spacer sequence at about nt positions 279-399, BBD canine factor 
VIII cDNA at about nt positions 428-4790, and a polyA sequence at about nt positions 
4804-4884. Dogs are infused with 10 13 or 10 14 particles of rAAV/canine factor VIII or a 
control vector by portal vein. In the same or a separate study, the same titer of rAAV 

10 vector is administered by direct hepatic vessel injection. 

Hepatic expression of B-domain deleted canine factor VIII is determined as 
described in the previous Examples. In addition, plasma levels of B-domain deleted 
canine factor VIII and factor VIII inhibitors are monitored over time, also as described 
above. Functional assays of factor VIII activity (e.g., Coatest) are also carried out to 

1 5 determine functional B-domain deleted canine factor VIII protein expression in plasma. 
The rAAV/B-domain deletedcanine factor VIII treated dogs are monitored over time for 
phenotypic changes due to expression of the B-domain deleted canine factor VIII, i.e., 
amelioration or correction of phenotypic traits associated with hemophilia (for example, 
improved clotting time). 

20 In this manner, delivery of B-domain deleted canine factor VIII to the liver of 

hemophiliac dogs using a rAAV vector is evaluated for the treatment of hemophilia A. 

Example 16: Generation of a stable producer cell line for rAAV/B-domain deleted 

factor VIII 

25 Generally, rAAV producer cell lines are generated by transfection of cells with vector 
plasmid, followed by selection with antibiotics (typically G418 ? hygromycin, or 
histidinol) and cloning of individual colonies. Colonies are first screened for vector 
replication. Clones showing high level replication of vector following adenovirus 
infection are then tested for production of infectious vector. 
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Plasmid B-domain deletedfactor VIII (30 ug) was transfected into the Hela C12 
packaging cell line by electroporation (Potter et al, 1984, Proc. Natl. Acad. Sci. USA 
79:7161-7165). The C12 cell line contains the AAV2 rep and cap genes that are 
transcriptionally quiescent until induction upon infection with adenovirus helper (Clark et 
al., 1995; Clark et al., 1996, Gene Therapy 3:1 124-1 132). Twenty four hours post- 
transfection, the cells were trypsinized and replated in 100 mm plates at densities ranging 
from 5x103 to 5x104 cells per plate. The cells were subjected to selection in DMEM 
containing 10% fetal bovine serum and 300 ug/ml hygromycin B. Drug-resistant cell 
clones were isolated, expanded and their ability to produce infectious AAV factor VIII 
vectors was tested and compared in an infectivity assay as described in Atkinson et al., 
1998, Nucleic Acid Res. 26:2821-2823. One such producer cell clone (C12-55) was 
further used for production of vector. Production, purification and titration were carried 
out essentially as described herein and as generally described in Atkinson et al. (WO 
99/11764). 

All publications and patent applications mentioned in the specification are 
indicative of the level of those skilled in the art to which this invention pertains. All 
publications and patent applications are herein incorporated by reference to the same 
extent as if each individual publication or patent application was specifically and 
individually indicated to be incorporated by reference. 

Although the foregoing invention has been described in some detail by way of 
illustration and example for purposes of clarity of understanding, it will be obvious that 
certain changes and modifications may be practiced within the scope of the appended 
claims. 
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THAT WHICH IS CLAIMED IS: 



1 . A recombinant adeno-associated virus (rAAV) vector comprising a 
heterologous nucleotide sequence encoding B-domain deleted factor VIII operably linked 

5 with at least one enhancer and at least one promoter. 

2. The rAAV vector of claim 1 , wherein said rAAV vector further comprises 
spacer DNA. 

10 3 • The rAAV vector of claim 1 , wherein said rAAV is selected from the 

group consisting of AAV serotype 1, serotype 2, serotype 3, serotype 4, and serotype 5. 

4. The rAAV vector of claim 1, wherein said B-domain deleted factor VIII is 
a human B-domain deleted factor VIII. 

15 

5 . The rAAV vector of claim 4, wherein said heterologous nucleotide 
sequence encodes a B-domain deleted factor VIII having the amino acid sequence set 
forth in SEQ ID NO:2. 

20 6 - The rAAV vector of claim 4, wherein said heterologous nucleotide 

sequence comprises the sequence given as about nucleotides 419 to 4835 of the 
nucleotide sequence set forth in SEQ ID NO: 1. 

7. The rAAV vector of claim 1, wherein said promoter is an AAV ITR. 

25 

8. A pharmaceutical formulation comprising the rAAV vector of claim 1 in a 
pharmaceutically acceptable carrier. 
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9. A recombinant adeno-associated virus (rAAV) vector comprising a 
heterologous nucleotide sequence encoding factor VIII operably linked with a liver- 
preferred expression control element. 



5 10. The rAAV vector of claim 9, wherein said heterologous nucleotide 

sequence comprises the sequence given as about nucleotides 419 to 4835 of the 
nucleotide sequence set forth in SEQ ID NO:l. 

1 1 . The rAAV vector of claim 9, wherein said liver-preferred expression 
10 control element comprises at least one enhancer selected from the group consisting of the 
al microglobulin/bikunin enhancer, the hepatitis B virus Enhl enhancer, the hepatitis B 
virus Enhll enhancer, the human albumin E1.7 enhancer, and the human albumin E$ 
enhancer. 

15 12. The rAAV vector of claim 9, wherein said liver-preferred expression 

control element comprises the hepatitis B virus Enhl enhancer given as about nucleotides 
419 to 4835 of the nucleotide sequence set forth in SEQ ID NO:l. 

13. The rAAV vector of claim 9, wherein said liver-preferred expression 

20 control element comprises at least one promoter selected from the group consisting of the 
hepatitis B virus core promoter, the mouse albumin promoter, the human Ul snRNA 
promoter, and the herpes simplex virus thymidine kinase promoter. 

14. The rAAV vector of claim 9, wherein said liver-preferred expression 

25 control element comprises at least one transcription factor binding site selected from the 
group consisting of a TATA box, a CAAT box, a GC box, an ATF box, a C/EBP binding 
site, an HNF1 binding site, an HNF2 binding site, an HNF3 binding site, an HNF4 
binding site, and a TGT3 binding site. 



RTA01/2084617vl 



-53- 



Attorney Docket No. 5052-53 



15. The rAAV vector of claim 9, wherein said heterologous nucleotide 
sequence further comprises sequences encoding a promoter and a polyadenylation 
sequence. 



5 16. The rAAV vector of claim 9, wherein said heterologous nucleotide 

sequence comprises the sequence given as about nucleotides 150 to 4914 of the 
nucleotide sequence set forth in SEQ ID NO:l. 

17. The rAAV vector of claim 9, wherein said heterologous nucleotide 
10 sequence encodes the amino acid sequence set forth in SEQ ID NO:2. 

18. A recombinant adeno-associated virus (rAAV) vector comprising a 
heterologous nucleotide sequence encoding a B-domain deleted factor VIII operably 
linked with an enhancer, wherein said nucleotide sequence is selected from the group 

15 consisting of: 

(a) the nucleotide sequence given as nucleotides 419 to 4835 of the nucleotide 
sequence set forth in SEQ ID NO: 1 , 

(b) a nucleotide sequence that hybridizes to the nucleotide sequence of (a) 
under conditions of high stringency and which encodes a B-domain 

20 deleted factor VIII, and 

(c) a nucleotide sequence that that differs from the nucleotide sequences of (a) 
and (b) above due to the degeneracy of the genetic code, and which 
encodes a B-domain deleted factor VIIL 

25 19. The rAAV vector of claim 1 8, wherein said rAAV further comprises 

spacer DNA. 

20. A composition comprising a population of at least about 10 12 recombinant 
adeno-associated virus (rAAV) vector particles comprising a heterologous nucleotide 
30 sequence encoding B-domain deleted factor VIIL 
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21. A method of delivering a nucleotide sequence encoding B domain-deleted 
factor VIII to a cell comprising contacting the cell with a recombinant adeno-associated 
virus (rAAV) vector comprising a heterologous nucleotide sequence encoding B-domain 

5 deleted factor VIII operably linked with a liver-preferred expression control element. 

22. The method of claim 21, wherein the contacting is carried out in vitro, 

23. The method of claim 21, wherein the contacting is carried out in vivo. 

10 

24. The method of claim 2 1 , wherein the cell is selected from the group 
consisting of neural cells, liver cells, muscle cells, retinal cells, epithelial cells, fibroblast 
cells, germ cells, bone marrow cells, hematopoietic stem cells, spleen cells, pancreas 
cells, and cells of the central nervous system. 

15 

25. The method of claim 24 wherein the cell is a liver cell. 

26. The method of claim 21, wherein the cell is a human cell. 

20 27. The method of claim 2 1 , wherein said liver-preferred expression control 

element comprises at least one enhancer selected from the group consisting of the al 
microglobulir^ikunin enhancer, the hepatitis B virus Enhl enhancer, the hepatitis B virus 
Enhll enhancer, the human albumin E1.7 enhancer, and the human albumin E 6 enhancer. 

25 28. The method of claim 2 1 , wherein said liver-preferred expression control 

element comprises the hepatitis B virus Enhl enhancer given as about nucleotides 419 to 
4835 of the nucleotide sequence set forth in SEQ ID NO:l. 

29. The method of claim 2 1 , wherein said liver-preferred expression control 
30 element comprises at least one promoter selected from the group consisting of the 
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hepatitis B virus core promoter, the mouse albumin promoter, the human Ul snRNA 
promoter, the herpes simplex virus thymidine kinase promoter. 

30. The method of claim 2 1 , wherein said liver-preferred expression control 
5 element comprises at least one transcription factor binding site selected from the group 
consisting of a TATA box, a CAAT box, a GC box, an ATF box, a C/EBP binding site, 
an HNF1 binding site, an HNF2 binding site, an HNF3 binding site, an HNF4 binding 
site, and a TGT3 binding site. 

10 3 L The method of claim 2 1 , wherein said tAAV vector additionally comprises 

at least one AAV ITR operably linked to said nucleotide sequence encoding B-domain 
deleted factor VIII such that said AAV ITR drives expression of said nucleotide sequence 
encoding B-domain deleted factor VQL 

15 32. The method of claim 2 1 , wherein the B-domain deleted factor VIII is a 

human B-domain factor VIII. 

33 . The method of claim 32, wherein said heterologous nucleotide sequence 
encodes a B-domain deleted factor VIII having the amino acid sequence set forth in SEQ 

20 ID NO:2. 

34. The method of claim 33, wherein said heterologous nucleotide sequence 
comprises the sequence given as about nucleotides 419 to 4835 of the nucleotide 
sequence set forth in SEQ ID NO:l. 

25 

35. A method of delivering a nucleotide sequence encoding a B-domain 
deleted factor VIII to a cell comprising contacting the cell with a recombinant adeno- 
associated virus (rAAV) vector comprising a heterologous nucleotide sequence encoding 
a B-domain deleted factor VIII selected from the group consisting of: 
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(a) the nucleotide sequence given as nucleotides 419 to 4835 of the 
nucleotide sequence set forth in SEQ ID NO:l, 

(b) a nucleotide sequence that hybridizes to the nucleotide sequence of (a) 
under conditions of high stringency and which encodes a B-domain 
deleted factor VIII, and 

(c) a nucleotide sequence that that differs from the nucleotide sequences of (a) 
and (b) above due to the degeneracy of the genetic code, and which 
encodes a B-domain deleted factor VIII. 



10 36. A method of delivering a nucleotide sequence encoding B-domain deleted 

factor VIII to a cell comprising contacting the cell with a composition comprising a 
population of recombinant adeno-associated virus (AAV) vectors comprising a 
heterologous nucleotide sequence encoding B -domain-deleted factor VIII, and further 
wherein said composition has a titer of at least about 10 8 infectious units per milliliter, 

15 

37. A method of enhancing blood coagulation in a subject in need thereof 
comprising administering a recombinant adeno-associated virus (rAAV) vector 
comprising a heterologous nucleotide sequence encoding B-domain deleted factor VIII to 
the subject in an amount sufficient to enhance blood coagulation, 

20 

38. The method of claim 37, wherein at least about 2 x 10 10 particles of the 
rAAV vector are administered to the subject. 

39. The method of claim 37, wherein the subject is a mammalian subject. 

25 

40. The method of claim 39, wherein the subject is a human subject. 

41 . The method of claim 40, wherein the rAAV vector is administered by a 
route selected from the group consisting of oral, rectal, transmucosal, transdermal, 
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inhalation, intravenous, subcutaneous, intradermal, intracranial, intramuscular, and 
intraarticular administration. 

42. The method of claim 41, wherein the rAAV is administered to the liver of 
5 the subject. 

43. The method of claim 44, wherein the rAAV is administered to the liver by 
a route selected from the group consisting of intravenous administration, intraportal 
administration, intrabiliary administration, intra-arterial administration, and direct 

1 0 injection into the liver parenchyma. 

44. The method of claim 37, wherein the rAAV further comprises a liver- 
preferred expression control element operably linked with the heterologous nucleotide 
sequence encoding factor VIII. 

15 

45. The method of claim 44, wherein said liver-preferred expression control 
element comprises at least one enhancer selected from the group consisting of the al 
microglobulin/bikunin enhancer, the hepatitis B virus Enhl enhancer, the hepatitis B virus 
Enhll enhancer, the human albumin E u enhancer, and the human albumin E 6 enhancer. 

20 

46. The method of claim 45, wherein the liver-preferred expression control 
element is a hepatitis B virus enhancer element Enhl or a hepatitis B virus enhancer 
element EnhIL 

25 47. The method of claim 37, wherein the B-domain deleted factor VIII is a 

human B-domain deleted factor VIII. 

48. The method of claim 47, wherein the heterologous nucleotide sequence 
encodes a B-domain deleted factor VIII having the sequence given in SEQ ID NO:2. 

30 
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49. The method of claim 48, wherein the heterologous nucleotide sequence 
encodes the amino acid sequence set forth in SEQ ID NO:2. 



50. A method of treating hemophilia A comprising administering to a 
5 hemophiliac subject a biologically effective amount of a recombinant adeno-associated 
virus (rAAV) vector comprising a heterologous nucleotide sequence encoding B-domain 
deleted factor VIII, wherein said B-domain deleted factor VIII is expressed at 
therapeutically effective amounts. 

10 51. A method of treating hemophilia comprising administering to the liver of a 

hemophiliac subject, a biologically effective amount of a recombinant adeno-associated 
virus (rAAV) vector comprising a heterologous nucleotide sequence encoding B-domain 
deleted factor VIII. 

15 52. The method of claim 5 1 , wherein the liver expresses the encoded B- 

domain deleted factor VIII, which is secreted into the blood in a therapeutically effective 
amount. 

53. A method of administering B-domain deleted factor VIII to a subject 
20 comprising administering a cell expressing B-domain deleted factor VIII to the subject, 
wherein the cell has been produced by a method comprising contacting the cell with a 
recombinant adeno-associated virus (rAAV) vector comprising a nucleotide sequence 
encoding B-domain deleted factor VIII. 

25 54. The method of claim 53, wherein the cell is selected from the group 

consisting of hematopoietic stem cells, liver cells, fibroblasts, epithelial cells, spleen 
cells, pancreatic cells, keratinocytes, endothelial cells, myoblasts, and neural cells. 

55. A method of producing a high-titer stock of a recombinant adeno- 
30 associated virus (rAAV) vector comprising 
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(a) infecting a packaging cell with a rAAV vector comprising a heterologous 
nucleotide sequence encoding factor VIII, 

(b) allowing the rAAV genome to replicate and be encapsidated by the 
packaging cell, and 

5 (c) collecting the rAAV particles to form a rAAV stock; 

wherein the titer of the rAAV stock is at least about 10 6 infectious units per 
milliliter. 

56. The method of claim 55, wherein the heterologous nucleotide sequence 

1 0 encoding factor VIII is operably linked with a liver-preferred expression control element. 

57. A virus stock produced by the method of claim 55. 

58. A nucleotide sequence encoding B-domain deleted factor VIII operably 
15 linked with a hepatitis virus expression control element. 

59. The nucleotide sequence of claim 58, wherein said hepatitis virus 
expression control element is from a hepatitis B virus. 

20 60. The nucleotide sequence of claim 59, wherein said hepatitis virus 

expression control element is a hepatitis B virus Enhl or Enhll enhancer. 

61 . The nucleotide sequence of claim 60, wherein said hepatitis virus 
expression control element is a hepatitis B virus Enhl enhancer. 

25 

62. The nucleotide sequence of claim 58, wherein said nucleotide sequence 
comprises the sequence given as about nucleotides 150 to 4835 of the nucleotide 
sequence set forth in SEQ ID NO:l. 
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63. The nucleotide sequence of claim 62, wherein said nucleotide sequence 
further comprises a promoter and a polyadenylation sequence. 

64. The nucleotide sequence of claim 63 , wherein said nucleotide sequence 
comprises the sequence given as nucleotides 150 to 4914 of the nucleotide sequence set 
forth in SEQ IDNO:L 

65. A vector comprising the nucleotide sequence of claim 58. 

66. The vector of claim 65, wherein said vector is the plasmid disclosed herein 
as pDLZ6. 

67. A cell containing the vector of claim 65. 
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Adeno-Associated Virus Vectors 
Encoding Factor VIII and Methods of Using the Same 



Abstract 

5 The present invention provides recombinant adeno-associated virus (rAAV) 

vectors comprising a heterologous nucleotide sequence encoding factor VIII (factor 
VIII). In preferred embodiments, the factor VIII is a B-domain deleted factor VIII. Also 
provided are methods of producing a high titer stock of the inventive rAAV/factor VIII 
vectors. Another aspect of the invention is a method of delivering a nucleotide sequence 

10 encoding factor VIII to a cell, preferably for subsequent administration to a subject. The 
present invention further provides methods of administering rAAV/factor VIII to a 
subject, e.g., for the treatment of hemophilia. The rAAV vector may be administered by 
any route, but is preferably administered to the liver. 
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FIGURE 1 



10 20 30 40 50 

1234567890 1234567890 1234567890 1234567890 1234567890 

TGGQCftCIOC CTCICIQOQC GCTO3CTOQC TCACT3AQQC OQQQOGAOCA 50 

AAGGTQQGQC GAGGQGQGGG CTTIGCSGOQG GCGQGCTCAG TCAGQGAGOG 100 

AGCGGQCAGA GAQGGAGIGG (X!AACTOCAT CACTAQQQGT TOCTCAGATC 150 

TCTITCIAAG TAAACAGTAC ATGAAQCTIT AOOOGGITGC TCQGGAAD3G 200 

0CIO3IUIUT GXAAGIGTT T3CTGAOGCA GCIGOGQCTT 250 

QQOCATAQGC TGOQGATCIC AGTCCTOGTTT 1GCAAGAQGA 300 

AGCAAAAAQC CICICCACDC AGGQCT3GAA 'IGTITQCAOC CAAT3IOGAG 350 

CAGIGTGGTT TIGCAAGAGG AAQCAAAAAG CCICIQCACC CAGGQCTGGA 400 

CTQGAGAGCT TQGACCACCA TOCAAATAGA GCTCTOCACC TQLTILTJL'IC 450 

M etGlnlleGl uLeuSerHir CysPhePheL 
T3TGQCT3TT GQGATTUIGC TITAGflGCCA CGAGAAGATA CTAQCT3GGT 500 
euCysLeuLe uArgPheCys PheSerAlaT hrArgArgTy 2?IyrLeuGly 
GCAGIGGAAC TGICAIQQGA CTATATCCAA AG1GATCTOG G1GAQCIGCC 550 
AlaValGluL euSerTrpAs pTyrMetGlri SerAspLeuG lyGluLeuPr 
TGIGGAQGCA AGAIITICCIC CTAGAG1GGC AAAATCT3TT CCATICAACA 600 
oValAspAla ArgPheProP roArgValPr oLysSerPhe ProPheAsnT 
anCAGTOGT GTACAAAAAG ACTCTGTTIG TAGAATICAC GGTTCACCTT 650 
hrSerValVa llyrLysLys HirLeuPheV alGliiPheflh rValHisLeu 
TTCAACACDQG CIAAGOCAAG GGGAGGCIGG ATGGGTCIGC TAGGIOCTAC 700 
PheAsnlleA laLysProAr gProProTrp IfetGlyLeuL euGlyProflh 
CATOCAGGOT GAGGTTEATC ATACAGTGGT CATEACACTT AAGAACATGG 750 
rlleGlnAla GluValTyrA sptoValVa llleflbrLeu LysAsnMetA 
CTTCQCATGC TGTCAGTCIT CATGCIGTIG GTGIATGCTA CTGGAAAGCT 800 
laSerHisPr oValSerLeu HisAlaValG lyValSerTy rTrpLysAla 
TCIGAGGGAG CIGAATATGA TCATCAGAGC AGTCAAAQGG AGAAAGAAGA 850 
SerGluGlyA laGluTyrAs pAspGlnThr SerGlnArgG luLysGluAs 
TGATAAAGIC TID0CT3GIG GAAGQCATAC ATAIGTCIGG CAGGTOCTGA 900 
pAspLysVal PheProGlyG lySerHisTh rlyrValTrp GlnValLeuL 
AAGAGAATGG TCCAATQGOC TCIGACDCAC T3IG0CTTAC CTACICAIAT 950 
ysGluAsnGl yPrcMstAla SerAspProL eiXysLeuIh rTyrSerTyr 
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CiTICICftIG T3GAGCTC3T AAAftGftCTIG AATICAG3QC TCATTQG?!QC 1000 
LguSerHisV alAspLeuVa lLysAspLai AsnSerGlyL eulleGlyAl 
(XTACTAGI& TCI2GAGAAG GGAGICTQGC CAAGGAAAAG ACACAGACCT 1050 
aLeuLeuVal CysArgGluG lySerLeuAl aLysGluLys ThrGWIhrL 
1GCACAAATT TTK3CTGFEAT TIGATGAAGG GAAAAGHQG 1100 

euHisLysPh elleLeuLeu PheAlaValP heAspGluGl yLysSerTrp 

CAAAGAACDC CTIGATOCAG GAIAGGGATC CIGCATCIQC 1150 
HisSerGluT hrLysAsnSe rLeuMetGln AspArgAspA laAlaSerAl 
TCQQQQCT3G CCTAAAATGC ACACAGICAA TGGITA1GTA AACAQ3ICIC 1200 
aArgAlaTip ProLysMetH isItaValAs nGlylyrVal AsnArgSerL 
TOXEGGTCT GATIGGAJGC CACAQGAAAT CAGICEATIG GCATGIGATT 1250 
euProGlyLe uIleGlyCys HisArgLysS erValTyrTr pHisVallle 
G3AATCQGCA (XACIGCTGA AGTQCACICA ATATTQCTCG AAGGTCACAC 1300 
GlyMBtGlyT MhrProGl uValHisSer IlePheE^uG luGlyHisTh 
a iT l LTl GIG AGGAADCATC G0GAG303TC CTIG3AAATC T030CAATAA 1350 
rPheLeuVal ArgAsnHisA rgGlnAlaSe rLeuGluIle SerProIleT 
CITICCITAC TOCTCAAACA CICTIGATGG ACCTIGGACA GTTTCTACIG 1400 
hrPheLeuTh rAlaGlnlhr LeuLeuMetA spLeuGlyGl nPheLeuI^u 
TITIGICATA TCICTDOCCA CCAACATGAT GGCATGGAAG CITATGICAA 1450 
PheCysHisI leSerSerHi sGlriHisAsp GlyMstGluA laTyrValLy 
AGTAGACAGC TGTCCAGAGG AAQQQCAACT A03AAIGAAA AMCAATGAAG 1500 
sValAspSer CysProGluG luProGlnLe uArgMetLys AsnAsnGluG 
AAGOGGAAGA CTATGATGAT GATCITACIG ATICIGAAAT GGATGIQGTC 1550 
luAlaGluAs pTyrAspAsp AspLeutEtaA spSerGlutfe tAspValVal 
AGGTTIGATC ATCACAACTC TaCTIOCTIT ATCXAAATIC GCICAGTIGC 1600 
ArgPheAspA spAspAsnSe rProSerPhe IleGlnlleA rgSerValAl 
CAAGAAQCAT GCTAAAACTT GG3TACATIA CATIGCTQCT GAAGAGGAGG 1650 
alysLysHis ProLysOhrT rpValHisTy rlleAlaAla GluGluGluA 
ACIQGGACTA TOCICOCTTA GTOCIOGOOC GGGATGACAG AAGTTATAAA 1700 
spTrpAspTy rAlaProLeu ValLeuAlaP roAspAspAr gSerTyrLys 
AGICAATATT TCAACAATGG GCCTCAG03G ATIGGTAQGA AGTACAAAAA 1750 
SerGlnTyrL euAsnAsnGl yProGlnArg IleGlyArgL ysTyrLysLy 
AGTOOGATIT ATGGCATACA CAGA3GAAAC CTTIAAGACT OGTGAAGCTA 1800 
sValArgPhe MetAlalyrT hrAspGlxilh rPheLysThr ArgGluAlal 
TIGAGCAIGA ATCAGGAATC TT93GAGCTT TACTITATGG GGAAGTIGGA 1850 
leGlnHisGl uSerGlylle LeuGlyProL euLeuTyrGl yGluValGly 
GACACACIGT TGATEATATT TAAGAATCAA QCAAGCAGAC CATATAACAT 1900 
AspThrLeuL eullellePh eLysAsnGlri AlaSerArgP rcTyrAsnll 
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CTACOOICAC GGAATCACTG A2GTQ0GTQC TTIGIAITCA. AGGAGATEAC 1950 
^iyrProHis GlylleflbrA spValArgPr oLeuTyrSer ArgArgLeuP 
CAAAAGSTGT AAAACATTIG AAGGATITIC CAATICIQQC AGGAGAAATA 2000 
roLysGlyVa lLysHisLeu LysAspPheP roIleLeuPr oGlyGluIle 
TICAAATATA AAT3GACAGT GACIGEAGAA GA1GGGOCAA CTAAATCAGA 2050 
PheLysTyrL ysl^ItaVa lThrValGlu AspGlyProT hrLysSerAs 
TOCIDGGTQC CIGAOOOGCr ATIACICTAG TITO3TEAAT ATGGAGAGAG 2100 
pPrcArgCys LeiilhrArgT yrTyrSerSe rPheValAsn LfetGluArgA 
ATCTAGCTTC AGGACICATT GGCCOTCPOC TCATCIGCTA CAAAGAATCT 2150 
spLeuAlaSe rGlyLeuIle GlyProLeuL euIleCysTy rLysGluSer 
GTAGATCAAA GAGGAAAOCA GATAAIGTCA GAGAAGAGGA AIGTCATOCT 2200 
ValAspGlnA rgGlyAsnGl nlleMetSer AspLysArgA snVallleLe 
GITTICIGTA TTIGA1GAGA AGOGAAGGIG GTACCICACA GAGAATATAC 2250 
uPheSerVal PheAspGluA snArgSerTr pTyrLeuThr GluAsnlleG 
AAGGCTTIUr OCXXAATQCA GCIGGAGIGC AGCTIGAQGA TOCAGAGTIC 2300 
InArgPheLe uProAsnPro AlaGlyValG InLeuGluAs pProGluPhe 
CAAGQCTGCA ACATCATGCA CAGCATCAAT GGCTAIGTIT TIGATAGTTT 2350 
GlnAlaSerA snll^fetHi sSerlleAsn GlylyrValP heAspSerLe 
GCAGTIGTCA GTTIGTTTGC A1GAGGTQGC ATACTQGTAC ATTCTAAGGA 2400 
uGlnLeuSer ValCysLeuH isGluValAl alyrTcpTyr IleLeuSerl 
TIGGAGCACA GACIGACTIC CTITCIGTCT TCTICTCT3G ATATAOCTTC 2450 
leGlyAlaGl nThrAspPhe LeuSerValP hePheSerGl ylyrThrPhe 
AAACACAAAA TQGTCTATGA AGACACACIC AGOCTATIOC CATICTCAGG 2500 
LysHisLysM etValTyrGl uAspTbrLeu ThrLeuPheP roPheSerGl 
AGAAACIGTC TICAT3TOGA 1GGAAAAQGC AGGICTATOG ATICTGGGGT 2550 
yGluIhrVal Ph^fetSerM etGluAsnPr oGlyLeuTqp IleLeuGlyC 
GGCACAACIC AGACTITGGG AACAGAGQCA TCAGGQQCTT ACIGAAG3TT 2600 
ysHisAsnSe rAspPheArg AsnArgGlyM et/ItirAlaLe uLeuLysVal 
TCIAGTT3IG ACAAGAACAC TOGTGATIAT TAOGAQGACA GTTATGAAGA 2650 
SerSerCysA spLysAsrtlh rGlyAspTyr TyrGluAspS erTyrGluAs 
TATITCAGCA TACTIGCIGA GTAAAAACAA TGCCATIGAA GCAAGAAGCT 2700 
pIleSerAla TyrLeuLeuS erLysAsriAs nAlalleGlu PraArgSerP 
TCTGGCAGAA TICAAGACAC GCTAGCACIA GGCAAAAGGA ATTIAATOQC 2750 
heSerGlnAs nSerArgHis ProSerThrA rgGlnLysGl nPheAsnAla 
AQGCCAQCAG TCTIGAAACG CCATCAAOGG GAAATAACTC GTACTACTOT 2800 
ThrProProV alLeuLysAr gHisGlnArg GluIlefEbrA rgTlirlhrLe 
TCAGTCAGAT CAAGAGGAAA TIGACEAIGA TGATAQCATA TCAGTIGAAA 2850 
uGlnSerAsp GlnGluGluI leAsplyrAs pAspThrlle SerValGluM 
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T3AAGAAGGA AGATTTIGAC ATTEATGATG AGGATGAAAA TCAGAGCnX 2900 
etLysLysGl uAspPheAsp IlefiyrftspG luAspGluAs nGlnSerPro 
GGCAGCTTTC AAAAGAAAAC ACGACACTAT TITATTQCIG CAGTOGAGAG 2950 
ArgSerPheS InLysLySIh rArgHisTyr PhelleAlaA laValGluAr 
GCTCT3GGAT TATOQGATCA GIAQCTQQCC ACAIQTICIA AGAAACAG3G 3000 
gLeuTrpAsp TyrGlyMetS erSerSerPr oHisValLeu. ArgAsnArgA 
CTCAGAGIQG CAGIGTCDCT CAGTICAAGA AAUI'IUITIT (XAGGAATIT 3050 
laGlnSerGl ySerValPro GlnPheLysL ysValValPh eGlrGluPhe 
ACIGATG3CT CCTITACICA GCCCTEAIAC OGIGGAGAAC TAAAIGAACA 3100 
IhrAspGlyS erPheOhrGl nProLeuTyr ArgGlyGluL euAsnGluHi 
TITQGGACIC CIGQQQOCAT AIATAAGAGC AGAAGTIGAA GATAATATCA. 3150 
sLeuGlyLeu LeuGlyProT yrlleArgAl aGluValGlu AspAsnlleM 
T3GTAACTIT CAGAAATCAG GCCIUICGTC OGTATTOCIT CTATICIAQC 3200 
etVallhrPh eArgAsnGln AlaSerArgP roTyrSerPh eflyrSerSer 
CTTATTICIT A3GAG3AAGA TCAGAGGCAA GGAGCAGAAC CTAGAAAAAA 3250 
LeuIleSerT yrGluGluAs pGlnArgGln GlyAlaGluP roArgLysAs 
CTTIGICAAG COTAA3GAAA GCAAAACTI1A CTTTIGGAAA G1GCAACATC 3300 
nPheValLys PrcAsnGluT hrLyslMy rPheCCrpLys ValGlnHisH 
ATATOQCAGC CACEAAAGAT GAGTTIGACT GCAAAGGCIG GGCTIATTIC 3350 
isMetAlaPr c/ThrLysAsp GluPheAspC ysLysAlaTr pAlaTyrPhe 
TCIGA1GTIG AOCIGGAAAA AGA1GIGCAC TCAGGQCIGA TIGGACOOCT 3400 
SerAspValA spLeuGluLy sAspValHis SerGlyLeuI leGlyProLe 
TCIQGICIGC CACACTAACA CACIGAAOOC IGCICATQQG AGACAAGIGA 3450 
uLeuValCys HisTlirAsnT hrLeuAsnPr oAlaHisGly ArgGlnValT 
CAGTACAQ3A ATTIGCTCIG 'iTi'l'IGAOCA TCITIGA1GA GACCAAAAGC 3500 
hrValGlrGl uPheAlaLeu PhePheHhrl lePheAspGl ulhrLysSer 
T3GTACTTCA CIGAAAATAT GGAAAGAAAC TQCAQQGCIC GCTGCAATAT 3550 
TrpTyrPheT hrGluAsriMe tGluArgAsn CysArgAlaP roCysAsrirl 
CCAGATQGAA GMQCCACIT TEAAAGAGAA TIMOXTIC CATGCAATCA 3600 
eGlritfetGlu AspProThrP heLysGluAs rilyrArgPhe HisAlalleA 
ATQQCTACAT AATOGATACA CTADCIGGCT TAGTAATQGC TCAGGATCAA 3650 
snGlylyrll eMstAsplhr LeuProGlyL euVallfetAl aGlnAspGln 
AGGATTGGAT GGTATCIGCT CAGCAIGQQC AQCAATGAAA ACATOCATIC 3700 
ArglleArgT ipOyrLeuLe uSerMetGly SerAsnGluA snlleHisSe 
TATICATTIC AGIQGACATG TGTTCACTGT AGGAAAAAAA GAGGAGTATA 3750 
rlleHisPhe SerGlyHisV alPheThrVa lArgLysLys GluGlulyrL 
AAATOQCACT GTACAATCIC TATQCAGGIG TiTi'lGAGAC AGIGGAAAIG 3800 
ystfetAlaLe ulyrAsnLeu TyrProGlyV alPheGluTh. rValGluMet 
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TEAOCATOCA AAGCT3GAAT TIGGQGGGTG GAATGQCTIA TK3GCGAGCA 3850 
LeuProSerL ysAlaGlyll eKrpArgVal GluCysLeuI leGlyGluHi 
TCTACAIGCT G33KIGAGCA CAL'lTlTlCr G3DSEACAGC AATAAGIGTC 3900 
sLeuHisAla GlyMatSerT hrLeuPheLe uValTyrSer AsnLysCysG 
AGACIGQOCT GGGAATCGCT TCIGGK2CA TTAG&3AFIT TCAGATEACA 3950 
IrtlhrPcoLe uGlyMetAla SerGlyHisI leArgAspPh eGlnlleflhr 
GCTICAQGAC AATATOGACA GIQQGO00CA AAQCTG3QCA GACTICATTA 4000 
AlaSerGlyG IrffyrGlyGl nTrpAlaPro LysLeuAlaA rgLeuHisiy 
TTOOGGATCA ATCAATCOCT Q30m GG&GOQCTIT TCTIGGATCA 4050 
rSerGlySer IleAsnAlaT rpSerlhrLy sGluProPhe SerTrpIleL 
AQGIGGATCT GTTQQCAOCA A1GATTATIC ACQ3CATCAA GAQQCAGGGT 4100 
ysValAspLe uLeuAlaPro MstllaEleH isGlylleLy sThrGliiGly 
GOCOIDCAGA AGTICICCAG CCTCEACATC TCTCAGTTTA TCATCATGTA 4150 
AlaArgGlnL ysPheSerSe rLeuTyrlle SerGliiPhel lelleayfetTy 
TAGICITGAT GQGAAGAAGT GQCAGACTIA TOGAGGAAAT TCCACIQGAA 4200 
rSerLeuAsp GlyLysLysT rpGMhrTy rArgGlyAsn SerTlirGlyT 
CCTTAAIGGT CTICTTIGGC AATGTQGATT CATCTGQGAT AAAAGACAAT 4250 
hrLeulfetVa lPhePheGly AsnValAspS erSerGlyll eLysHisAsn 
Ai'l'l'l'lA AOC CTCCAATIAT TOCTOGATAC AT0CS3TITGC AQQCAACICA 4300 
IlePheAsnP roProIlell eAlaArgTyr IleArgLeuH isProttbrHi 
TTATAGCATT QGCAGCACrC TIUXATGGA GTIGAIGQQC TGIGATTIAA 4350 
sTyrSerlle ArgSerTlirL euAr^YfetGl uLeuMetGly CysAspI^suA 
ATAGTIGCAG CATQGCATIG GGAATGGAGA GTAAAGCAAT ATCAGATCCA 4400 
snSerCysSe rl^fetProLeu GlyLfetGluS erLysAlall eSerAspAla 
CAGATIACIG CTICATOCEA. CTTEADCAAT ATCfTTIGQCA GCIGGICTOC 4450 
Glnll^IhrA laSerSerTy rPhedbrAsn MetPheAlaT hrTrpSerPr 
TICAAAAGCT CGACTTCACC TOCAAGGGAG GAGTAATGOC TCGAGAGCIC 4500 
oSerLysAla ArgLeuHisL euGlnGlyAr gSerAsnAla TrpArgProG 
MGIGAATAA TGCAAAAGAG TGGCIGGAAG TGGACTIOCA GAAGACAATG 4550 
InValAsnAs nProLysGlu TcpLeuGlnV alAspPheGl nLysTMfet 
AAAGTCACAG GAGTAACTAC TCAGGGAGTA AAATCTCIGC TTAGCAGCAT 4600 
LysValThrG lyValTMh rGlnGlyVal LysSerLeuL eulhrSerMe 
GTATGTGAAG GAGTIQCICA TCIQCAGCAG TCAAGATOOC CATCAGTGGA 4650 
tlyrVallys GluPheLeuI leSerSerSe rGlnAspGly HisGlnTrpO? 
Ciei Cl'l'l'l'l 1 TCAGAATGGC AAAGTAAAGG Tl'lTlCAGOG AAATCAAGAC 4700 
hrLeuPhePh eGlnAsnGly LysValLysV alPheGlnGl yAsnGlnAsp 
TOCTIGACAC CTGIQGIGAA CIUICIAGAC COCOGTEAC TGACTOGCTA 4750 
SerPh^IbrP roValValAs nSerLeuAsp EraProLeuL eulhrArgTy 
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GCTIOGAATT OMXOOCAGA GTIGGGTGCA OCAGATIGQC CTGAGGATOG 4800 
rLeuArglle HisProGlnS erTcpValHi sGlnlleAla LeuArglfetG 

AGGTICTGGG CTQOGAGGCA CAGGAGCTCT 2OGACT0GA QCX3AGITCIT 4850 
luValLeuGl yCysGluAla GlnAspLeuT yr. . . 

CIGAGGQGAT CGGCAATAAA A£GZO\GAAT AAMCGCAOG GGTGTIGQ3T 4900 

C GiT l Gl'lO G GATCC2GATC TAGGAAOGOC TAGIGAT3GA GTIG30CACT 4950 

GCCICICT3C GCQCICGCTC GOICACK3AG GCD3CQQGGG CAAMGGQGG 5000 

^ QCGTOQQQOG AQCTITQGTC GCm3QOOIC AGIGAQQGAG GGAGQGCGCA 5050 

S GAGAQGGAGT GQCCAMXXr OXXZCCCCC OCDCIQCAGC OSGCIQCAT 5100 

4 2 TAATCAATCG GGCAAOGQGC GGGGAGAGGC GGTTIGOGTA TTQGQOQCTC 5150 

□ T TOQQOTIOC TCGCTCACIG AGKYCTGOG (TIH5GTOGTr OSGCTGOGGC 5200 

in GAQOQGTATC AQCTCACTCA AAQQGQGTAA TAGGGTTAT C CACAGAATCA 5250 

:U QGQGATAAOG CAQGA&AGAA CATCIGAQCA AAAGGQCAGC AAAAQGOCAG 5300 

iJ GAAOOGIAAA AAGQOQGOGT TOCIGGOGIT TITCCATAGG CIQOQGOCaC 5350 

CIGA03AGCA TXAGAAAAAT OGAOGCTCAA GTTAGAQGIG Q OGAAAOGOG 5400 

ATAGGACTAT AAAGATACCA GGGGITIOOC OTIQGAAGCT OCCT0GIG0G 5450 

QiamEGIT mGAGGCIGC O3CTTAG0QG ATAOCT3T0C QOCTTICICC 5500 

CTIOG3GAAG GGIGGOQCTT TCTCAATOCT CAOGCIGTAG CTATCICAGT 5550 

TCX3GIGTAQG TCGITCX3CTC CAAGCIGQQC TCIGIQCAOG AAOOOOOOGT 5600 

TCAQOCOGAC OQCTGQQQCT TATOGGGTAA. CTATOGTCTT GAGTOCAAOC 5650 

GGGTAAGACA CGAOITATGG OGAGIGGCAG GAQGCACIGG TAACAGGATT 5700 
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AGCAGAGOGA GQTAIGTAGG Q33IGCTACA GAGTICTIGA AGIGGIGGOC 5750 

TAACTAOGGC TACACTAGAA QSAGAGTATT TOCTATCIQC QCICTOCT3A 5800 

AGCeAGTTAC CTIQ3GAAAA AGAGTIGGTA GCICTIGATC QGGCAAACAA 5850 

AOCAOQ30IG GTAQOQG1GG TITITTIGTr TCCAAGCAGC AGATTAQQCG 5900 

CAGAAAAAAA Q3ATCTCAAG AAGATOCTTT GATCTITICT AQQQGGTCIG 5950 

AQQCTCAGIG GAAGGAAAAC TCAGGTTAAG GGATTTIGGT CATGIAGATTA 6000 

1CAAAAAGGA TCTICAOCTA GATCCTTITA AATTAAAAAT GAAGITTTAA 6050 

ATCAATCTAA ACTATATATG AQTAAACTIG QICIGACACT TA GCAAJGCT 6100 

ylGellreS 

TAATCAGIGA GQCACCTATC TCAQOGATCT GICTATTIOG TICATOCATA 6150 
ueL. . .siHo rPlaV. . .gr AuetoSgrA psAellulGn sAte^rTue 
GTIQOCIGAC TQCCQGIOGfr GIAGATAACT AOGATAOGQG AQQGCITAQC 6200 
LnlGgrAlaV ylGgrAgrAr hTreSueL. . .reSlaVorP orPreSlaVt 
ATCIGGCGOC AGIGOIGCAA TGATA03303 AGAOCCAOQC TCAOOQGCIE 6250 
eMnlGylGpr TsiRilGueL reSlaValAu eLylGlaVre SlaVorPulG 
CAGATTEATC AGCAATAAAC CAGOCAGOCG GAAQQQQGGA GOGCAGAAGT 6300 
ueLnsAellu eLueLueLyl GalAueLgrA ehPorPgrAa lAsyCehPsi 
GGTOCIGGAA CTITATGQGC CIOCATCCAG ICIATTAATT GTIGQQ3G3A 6350 

f$)sAnlGueL syLellgrAg rAprTylGrh T nsA nsAylGorPu. 

AQCTAGAGTA AGTAGTTQGC CAGfTTAATAG TTIGOGCAAC GTIGTIGCCA 6400 
eL. . .ueDue LryTnsAalA ueL. . .ryTn sAalAsyGgr AnlGnlGprT 
TIGOIACAGG CATOGIGGIG TCACGCTCGT CGITIGGTAT GGCTICATTC 6450 
nlG. . .ueLs yOgrAorPrh TlaVreSrhT rhTnlGryTo rPsyLteM. . 
AGCTOOGGTT CQCAAOGATC AAQQOGAGIT ACAIGATCOC CGAIGTIGIG 6500 

.reSgrftnsA ylGlaVellu eLalAueL. . .teMallylG prTrhTrinTs 
CAAAAAAQOG GTTAGCTGCT TQGGIGCIOC GATOGTIGIC AGAAGTAAGT 6550 
yCehPueLor P. . .reSgrA grApsAulGr eSgrAnlG. . .ehPryTrhT 
TGGCQ3CAGT GTTATCACTC ATOGTTAT3G CAQCACIGCA TAATTCTCTT 6600 
orPgrAueLr ttltelllaV. . .orP. . .orP ueLlaValAr yTnsAulG. . 
ACIGTCATCC CATCDGTAAG ATGLTJlTICT GIGACIGGIG AGTACTCAAC 6650 

.nlG. . .alA teMgrAueLe llreSsyLnl GreSnlGsiH rhTmSuelp 
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CASGICAITC TCEG&AIAGT GTAIGOGGGG ACOGAGTIGC TCTIQOOQQG 6700 
rTt±iTt^^r AueLellrhT ryTalAalAl aVreSnsAre SsyLylGorP 

CGICAAIAOG GGA!EAAIACC GOSaSCAIA. GCAGAACTTT AAAAGTOCTC 6750 
rhTueLlaVo rEr/ItyT^r AalAlaVzyT syCehPsyLu. eLueLalA. . 

ATC&ITQGAA MCGJi'lCl'IC GGGGGGAAAA CICTCAAGGA TCTTACCGCT 6800 

nlGehP la\fasAsyLo rRsQAeliPla VgrAueLreS grAlaValAr 

GITCAGATCC AGTIOGA3GT AACC0003 TGCACOCAAC TGAICTICAG 6850 
hTreSellpr TnsAreSrhT laVprTulGs iHlaVprTre SellsyLueL 

CATCTTTTAC TITC&CCAGC GTITCIGGGT GAGCAAAAAC AGGAAQGCAA 6900 
teMsyL. . .s yL. . .priyr AsyLnlGrifT ueLueLehPu eLehBalAeh 

AAIGOCGCAA AAA&3G3AAT AAQGGOGACA CGGAAAT3TT GAATACTCAT 6950 
PsiHgrAueL ehRDrPehPu eLorPreSla VreSellrisA ehPlaV. . .1 

ACTCTICCTT TTICAATATT ATIGAAGCAT TIATCAGQGT TATIGICTCA 7000 

TGAGQGGATA CATATTIGAA TGTATTTAGA AAAATAAACA AATAGQQGIT 7050 

CCGOGCACAT TIOGGQGAAA AGTQCCAGCT GAQ3TCTAAG AAAQCATTAT 7100 

TATCAIGAGA TTAACCTATA AAAATAGGQG TATCAGGAGG (XCTTIGGIC 7150 

TCSGOQOGTIT Q33TCAIGAC GGTGAAAAOC TCIGACACAT QCAGCTOOOG 7200 

GAGACGGTCA CAGCTIGTCT GTAAGGGGAT GCQGGGAGCA GACAAGGQGG 7250 

TCAGGGOGQG TCAGCGGGIG TIGGQQGGIG TQGQGGCTGG CITAACTAIG 7300 

CGQCATCAGA GCAGATIGTA CIGAGAGIGC AGGATATGGG GT3TGAAATA 7350 

CCX3CACAGAT GGGTAAGGAG AAAATAOOGC ATCAQ GAAAT TGTAAAQGTT 7400 

AATATITIGT TAAAATID3G GTTAAATnT TGTTAAATCA GCTCALLTITI' 7450 

TAAQCAATAG GOCGAAATOG GCAAAATOQC TTATAAATCA AAAGAATAGA 7500 

QQGAGATAGG GTIGAGTCfIT GTTCCAGTTT QGAACAAGAG TGCACTATTA 7550 



AAGAACGIGG ACTCCAAOGT GAAAGGGOGA AAAAOCGICT ATCAGGGGGA 
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TOmQCACTA Q3IGA&XAT CAQXTAMC MQITITITG QQCTQ5AGGT 7650 

cm?TAAAQC MWOX AAfTCTAAftG gSftGOCOGOG MTIAGAGCT 7700 

TOnQSGGAA AQGQ3GQGAA QGIO30GAGA AAQGAAGQSA AGAAAGQGAA 7750 

MflAflOQQQC CCTM3QQOGC TOGGAACTCT AQ0G3ICAGG CT3030CTAA 7800 

(TM^CAGC CCrOGGQCTr AMQOQOCGC TACAQOGOX: GTOGGQCAT 7850 

TCGCCATIGA fiQCTA03CAA CTSITOGGAA QQGCX3MQ33 TQCX3GQCCTC 7900 

TICGCTATTA CQOC^QCTGG CT3GAGGG3G QGQQQ93GGG QGCT 7944 
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TG30CACI0C CTCTCIQ03C OTOQCI03C TCACIGAG3C CG3QaGAGCA 50 

AAGGICQQOC GAQGOOCD3G CITIGCCDGG GCO30CTCAG TGAGQGAGGG 100 

agqgd3caga gaqqgagtgg gcaaciocat qo?aggggt tchccftgatc 150 

tcttictaag taaacagtac aigaaqcttt aqqqqgtigc togqcaaqgg 200 

ociqgicigt gocaagtgtt t3ct3aogca aqooccacig gctgg3qoit 250 

ggqcataggc catcagcgca tg03gatcic ag1gtqgttt tgcaagaqga 300 

agcaaaaagc cictocaccx: aqqgct3gaa. tgftttocaoc caatgicgag 350 

cagigiggtt tigcaagaqg aaqcaaaaag octctocacc caqqqctgga 400 

ctqgagciog agagtactic tagaaataog aqqoz^igcaa gtagagcict 450 

jyfetGln ValGluLeuT 

acaoctd3cig ctticiuigc crmgcocT tcaqocttag Tinraffl 500 

yi^IhrCysCy sPheLeuCys LeuLeuProP heSerLeuSe rAlaHhrArg 
AAATACEAOC TCQGTQCAGT GGAACIGTOC T33GACEAIA TGCAAAGTGA 550 
LysTyrlyrL euGlyAlaVa lGluLeuSer TrpAspTyrM etGlnSerAs 
QCTGCTCAGT G33CIGCAQG GG3ATACAAG CITITCITOC AGQGD3CCAG 600 
pLeuI^uSer AlaLeuHisA laAspThrSe rPheSerSer ArgValProG 
GATCTTTGGC ACICACCA03 TC2GICA03T ACAGAAAGAC T3IGTTIGIA 650 
lySerLeuPr oLeuTMhr SerValThrT yrArgLysTh rValPheVal 
GAGTTEACAG ATGAQCTTIT CAACATIGQC AAGGGCAG9C CAO03IGGAT 700 
GluPheCttirA spAspLeuPh eAsnlleAla LysPraArgP roProTipMe 
GGQOCTGCIG GGICCTAOCA TOCM3CIGA GGTITAIGAC ACAGIQGTCA 750 
tGlyLeajLeu GlyPrdlhrl leGlnAlaGl uValTyrAsp IhrValVall 
TIGTCCTTAA GAACATGGCT TCIGATCCIG TCAGOCTTCA OQCIGTIQGT 800 
leValLeuLy sAsriMetAla SerHisProV alSerLeuHi sAlaValGly 
CTATCCTATT GGAAAGCTTC TGAAQGTQCT GAGTAIGAGS ATCAGACCAG 850 
ValSerTyrT rpLysAlaSe rGluGlyAla GliilyrGluA spGlnThrSe 
GCAAAAGGAG AAOGAAGATC ATAATGICAT TCCT3GIGAA AGCC3\TAQCT 900 
rGlnLysGlu LysGluAspA spAsnValll eProGlyGlu SerHisThrT 
AJGTUIGQCA GGTCCIGAAA GAGAAT3GQC CAA1GGQCTC T3ATOCACCA 950 
yrValTcpGl nValLeuLys GluAsnGlyP rcMstAlaSe rAspProPro 
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TSTCICAQCT ACTCATMTT TTCACACGTG GAOCTQGIGA AAGACOIGAA 1000 
CysLeuEhrT yrSerlyrPh eSerHisVal AspLeuValL ysAspLeuAs 
TTCAGQOCTC AITGGAGOCC TOCIQ3TTIG CAAAGAAG3G AGTCIGGOCA 1050 
nSerGlyLeu IleGlyAlaL euLeuValCy sLysGluGly SerLeuAlaL 
AAGAAAGGAC ACAGACCTTG CAQGAATriG TOCTALT1T1' 1100 
ysGluArgTh. rGlnlhrLeu GlnGluPheV alLejLsuEh eAlaValPhe 
GA1GAAGGGA AAAGTIGGCA CIC2GAAACA AA1GQGTCIT TGACACAGQC 1150 
AspGluGlyL ysSerlrpHi sSerGlulhr AsnAlaSerL eu!IhrGlnAl 
TGAGGOOCAG CATGAGOIGC ACADCATCAA TGGCTA1GTA AACAGGICIC 1200 
aGluAlaGln HisGluLeuH isThrlleAs nGlyTyrVal AsnArgSerL 
TGCCAGGTCT TACIGIGIGT CACAAGAGAT C^GTCTATIG GGAIGIGATT 1250 
euProGlyLe ulhrValCys HisLysArgS erValTyrTr pHisVallle 
GGAATGQGCA OCACOXOGA. AGTGCACICA MTTTTCTCG AAGGTCACAC 1300 
GlyMstGlyT hrlhrProGl uValHisSer IlePheLeuG luGlyHislh 
ATITCTIGTG AGGAAGCACC GGCAQGQCTC CTIGGAGATC TCAQCAATTA 1350 
rPheLeuVal ArgAsnHisA rgGlnAlaSe rLeuGluIle SerProIleT 
CITTCCITAC 1GCICAGACA TIOCIGATGG ACCITGGOCA GITICTACIG 1400 
hrPh.eLeu.1h rAlaGlrilhr PheLeuMetA spLeuGlyGl nPheLeuLeu 
TITKJECATA TCD2ITCQCA TCAACAIGAT GGTA1GGAAG OTIAIGICAA 1450 
PheCysHisI leProSerHi sGlnHisAsp GlyMetGluA lalyrVally 
AGTAGATAGC TGOQCAGAGG AAQQOCAGCT G03CAIGAAA AATAATGAAG 1500 
sValAspSer CysProGluG luProGlnLe uArgMetLys AsnAsnGluA 
ATAAAGATIA TGA3GAIG3T CTITATGATT CIGACATQGA 03TAGTTAQC 1550 
spLysAspTy rAspAspGly LeuTyrAspS erAspMetAs pValValSer 
TTIGATGADG ACAGCICTIC TCXXTTIATC CAAATOCGCT CAGTIGGCAA 1600 
PheAspAspA spSerSerSe rProPhelle GlnlleArgS erValAlaLy 
GAAQCATCCT AAAACTIGGG TCX30ATAT 1GCIGCIGAG GAGGAGGACT 1650 
sLysHisPro LyslhrlrpV alHisTyrll eAlaAlaGlu GluGluAspT 
GGGACIATGC TCQOICAGGC QCCAOGOQCA A1GATAGAAG TCATAAAAAT 1700 
rpAspTyrAl aProSerGly ProOhrPrcA snAspArgSe rHisLysAsn 
CIGTATTTGA ACAATOGTCC TCAG03GATT GGTAAGAAGT ACAAAAAAGT 1750 
LeuTyrLeuA snAsnGlyPr oGlnArglle GlyLysLysT yrLysLysVa 
GCGATTIGIG GGATACACAG ATGAGACATT TAAGACTO3T GAAGCTATTC 1800 
lArgPheVal AlalyrlhrA spGlulhrPh eLysThrArg GluAlalleG 
AGTAIGAATC AGGAAIGCIG GGAOCTTIAC TTEAIGGAGA AGTIGGAGAC 1850 
IxGyrGluSe rGlylleLeu GlyProLeuL eulyrGlyGl uValGlyAsp 
ACACIGCIGA TTATATTTAA GAATCAAGOC AGCD3GGCAT ATAACATCEA 1900 
ThrLeuLeuI lellePheLy sAsnGlnAla SerArgProT yrAsnlleTy 
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GCCICAIGGG ATCAATIATC TCACKXTCT QCACACAQGG AGATIGQCAA 1950 
rEroHisGly IleAsnTyrV allhrEraLe uHisfthrGly ArgLeuProL 
AAGGIGIGAA ACATTIGAAA GAIATOQCAA TICIG0QQ3G AGAGAIA1TC 2000 
ysGlyValLy sHisLeuLys AspMstProI leLeuPrcGl yGluIlePhe 
AAGTAEAAAT GGACAGIGAC CX3EAGAAGAT G3ACT&ACIA AATC^GAJOC 2050 
LysTyrLysT i^EhrValTh rValGluAsp GlyEroThrL ysSerAspPr 
TQGGD3QGIG ACOOGAIATr ACICAAGCTT CAITAAICTG GAGAGAGATC 2100 
QArgCysLeu TlirArgTyrT yrSerSerPh elleAsnLeu GluArgAspL 
TAGCTICAGG ACICATIGGC (XHXTICTCA TOD3CTACAA AGAATCIGTA 2150 
euAlaSerGl yLeuIleSly ProLeuLeuI leCysTyrLy sGluSerVal 
GATCAAAGAG GAAAOCAGAT GA1GTCAGAC AAGAGAAAIG TCATCCTGTT 2200 
AspGlnArgG lyAsnGlnMe tMetSecAsp LysArgAsnV allleLeuPh 
TICIGEAT3T GAIGAGAATC GAAGCIGGEA CCIGACAGAG AATAIGCAGC 2250 
eSerValPhe AspGluAsnA rgSerTrpTy rLeiMirGlu AsnMstGlnA 

Qcriaoicac caasgcagat gtagiggagc cocaigagog agagtidcaa 2300 

rgPheLeuPr aAsnAlaAsp ValValGlnP roHisAspPr cGluPheGln 
CTCICTAACA 1CAT3CACAG CAIGAAIGQC TA2GTTITIG ACAACTIGCA 2350 
LeuSerAsnl l^fetHisSe rlleAsnGly TyrValPheA spAsnLeuGl 
GCIGICAGTT TGTITGCAIG AG3IQGGGTA CIG3EACAJT CIAAGIGTTG 2400 
nLeuSerVal CysLeuHisG luValAlaTy iTrpTyrlle LeuSerValG 
GAGGACAAAC TGACTIOCTG TCTGTCTTCT TCICIGGATA TAGCTTCAAA 2450 
lyAlaGlrfEh rAspPheLeu SerValPheP heSerGlyTy i^IhrPheLys 
CACAAAAIGG TCTAIGAAGA CACACITAQC CICITOXAT TCIGAGGAGA 2500 
HisLysMetV alTyrGluAs pGlirLeuThr LeuPheProP heSerGlyGl 
AACIGICTIG ATCICAATOG AAAAGOGAGG TCT3IG3GIT CIGQGGIGGC 2550 
iHtaValPhe MetSerMetG luAsnProGl yLeuIipVal LeuGlyCysH 
ACAACICAGA CTTIGGGAAC AGAGGCATGA CAQOCTIACT GAAQGITICT 2600 
isAsnSerAs pPheArgAsn ArgGlyMetT hrAlaLeuLe uLysValSer 
AGTIGEAACA GGAACATIGA TSATEATTAT GAGGACACAT AOGAAGATAT 2650 
SerCysAsnA rgAsnlleAs pAs^IyrTyr GluAsplhrT yrGluAspIl 
TOCAACTQQC CTGOIAAATG AAAACAAIGT AATTAAAGCT AGAAGCTICT 2700 
eProThrPro LeuLeuAsnG luAsnAsnVa UleLysPro ArgSerPheS 
CQCAGAATTC AAQQCAOGCT AQGACTAAGG AAAAGCAATT GAAAATGAAG 2750 
erGlnAsnSe rArgHisPro SerThrLysG luLysGlriLe liLysMetLys 
AGAGAAGATT TIGACATCEA GQGOGACTAT GAAAATCAQG GOCTOQGCAG 2800 
ArgGluAspP heAspIleTy rGlyAspTyr GluAsnGlnG lyLeuArgSe 
CITICAAAAG AAAACAOGAC ACTATTICAT T3CIGCAGTG GAGOGICIGT 2850 
rPheGlnLys LysThrArgH isTyrPhell eAlaAlaVal GluArgLeuT 
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G33ATEAIGG GATCSGIAGA TCFCCQCKFA TACIAAGAAA O&GGCICKk 2900 
rpAspoyrGl yMat£terArg SerProHisI leLeuArgAs nArgAlaGln. 

TOGAQCfiGIT CA&3AAGGIG GTCTITCGAQS AA3TIACIGA 2950 
SerGlyAspV alGlnGlnPh eLysLysVal ValPheGluG luPheflhrAs 
TOGAaDOCTTT ACIC&GOQCT TATA003IGG 2GAMGAftT GAACACTIQG 3000 
pGlySerPhe ThrGliiProL euTyrArgGl yGluLeuAsn GluHisLeuG 
GACICFIQQG GCCATAIATA AGftGGAGAftG TIGAAGACAA TATQGIG3TA 3050 
lyLeuLeuGl yProTyrlle ArgAlaGluV alGluAspAs nlleValVal 
ACTTICAAAA AOCAGGGCTC TO3IOCCIAC TCTTICimT CI3AGICITAT 3100 
IhrPheLysA snGlnAlaSe rArgProTyr SerPheTyrS erSerLeuIl 
TICITA2GAC GMGMGAQG GACAAG3AGC AGAAQCTAGA AGA&£?ITIG 3150 
eSerTyrAsp GluAspGluG lyGlnGlyAl aGluProArg ArgLysPheV 
TCAACXXTAA TCA&AGCAAA ATITACTITT GGAAAGIGCA GCATCATAIG 3200 
alAsnProAs nGluThrLys IleTyrPheT rpLysValGl nHisHisMet 
GCAQQCACTA AAGATGAGTT TGACIGCAAA G0CT3G3CIT A 1T1T1C IGA 3250 
AlaProThrL ysAspGluPh eAspCysLys AlaTrpAlaT yrPheSerAs 
T3TTGATTIG GAGAAAGATG TOCACICAGG CTIGATIGGA CCDCITCIGA 3300 
pValAspLeu GluLysAspV alHisSerGl yLeuIleGly ProLeuLeuI 
TCTGOOQCAG TAACACACIG AAQOCIGCTC AIGGGAGACA AGIGACAGTG 3350 
leCysArgSe rAsrflbrLeu AsnPraAlaH isGlyArgGl nValTtaVal 
CAQGAGITTG OCOTGGTTIT CACTATATTC GATGAGACTA AGAGCIGGTA 3400 
GlnGluPheA laLeuValPh elhrllePhe AspGluThrL ysSerTtp/iy 
CTTCACIGAA AAGCIQGAAA GGAACIGIAG AGCIOOCTGC AATGTCCAGA 3450 
rPheflhrGlu AsnLeuGluA rgAsnCysAr gAlaProCys AsnValGlriL 
AGGAGGAQQC TACTCEAAAA GAAAACTTQC GCTIUCATGC AATCAAQGQC 3500 
ysGluAspPr oOlirLeuLys GluAsnPheA rgPheHisAl alleAsnGly 
TATGTGAAGG ATACACTQGC TOGCITAGEA ATOGCICAG3 ATCAAAAGGT 3550 
TyzVallysA spttbrLeuPr oGlyLeuVal JfetAlaGlriA spGlnLysVa 
TOGAIQGTAT CIGCTCAGCA TCD3CAGCAA OGAAAACATT CATTOCATTC 3600 
lArgTrpflyr LeuLeuSerM etGlySerAs rGluAsnlle HisSerlleH 
ACTICAGIQG ACATGIGTTC ACIGIACGGA AAAAAGAGGA ATATAAAATG 3650 
isPheSerGl yHisValPhe ThrValArgL ysLysGluGl uTyrLysMet 
GCAGICTACA AOCICEATCC AGGIGTTTTT GAGACTGIGG AAAT3CTAGC 3700 
AlaValTyrA sriLeuTyrPr oGlyValPhe GliMirValG luMetLeuPr 
ATCGCAAGIT GGAATCIGQC GGATAGAATG OCTIATCQGG GAGGAOGIGC 3750 
oSerGlnVal GlyIleT±pA rglleGluCy sLeuIleGly GluHisLeuG 
AAGQQG33AT GAGCACTCTG TITCIQGIGT ACAGCAAGAA GTGTCAGACT 3800 
InAlaGlylfe tSerThrLeu PheLeuValT yrSerLysLy sCysGlnThr 
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GCACTGGGGA TGGCTTQCGG ACACAITAGA GATTTICAGA TEACAGCTIC 3850 
ProLeuGlyM etAlaSerGl yHisIleArg AspPheGlnl le?IhrAlaSe 
AGGACAAIAT GGACAGIG9G (XOCAAAGCT GGCCAGACTr CA!ITATIJQQG 3900 
rGlyGlnTyr GlyGlrfTrpA laProLysLe uAlaArgLeu HisTyrSerG 
GAICAATCAA TQ0CT3GAQC AOCAAG3ATC (XTTITCCT3 GATCAAQGIG 3950 
lySerlleAs nAlaTtpSer IhrLysAspP roPheSerTr pIleLysVal 
GATCICIT3G CAOCGATGAT TATTCAOGQC MCATGACDC AGGGGGOOQG 4000 
AspLeuLeuA laPrcMatll elleHisGly IlGMatThrG InGlyAlaAr 
GCAGAAGTTC TQCAGGCTCT AO?IGTCTCA GITTATCAIC AIGTACAGTC 4050 
gGlnLysPhe SerSerLeuT yrValSerGl nPhellelle IfetlyrSerL 
TGGATOGCAA CAAGTGGCAC AGTEAQQGAG G3AATIOCAC GGGGAOCTIA 4100 
euAspGlyAs nLysTrpHis SerTyrArgG lyAsnSerlh rGlyTbrLeu 
AIGGTECTICT TIQQGAAOGT G3ATICATCT GQGATCAAAC ACAATATTTT 4150 
MstValPheP heGlyAsnVa lAspSerSer GlylleLysH isAsnllePh 
TAAOCCIGOG AITATTGCTC AGEACAIOOG TTIGCAOOCA ACXXA3TACA 4200 
eAsnProPro IlelleAlaG InTyrlleAr gLeuHisPro ThrHisTyrS 
GGAIGQGCAG CACTCTICGC AIQGAQCTCT TG9GCIGTGA CTICAACAGT 4250 
erlleArgSe rlhrLeuArg MetGluLeuL euGlyCysAs pPheAsnSer 
TGCAGCAIGC OGCTGGQGAT QGAGAGTAAA GCAATATCAG A1GCICAGAT 4300 
CysSeriyfetP roLeuGlyMe tGluSerLys AlalleSerA spAlaGlnll 
CftCIGOCICG TCCTAOCTAA GCAGTACDGCT T9CCACTIQG TCIOOTIQCC 4350 
efThrAlaSer SerTyrLeuS erSerMetLe uAlalhrTrp SerProSerG 
AAGGOCGGCT GCACCIGCAG GGGAQGACTA A3GQCIQGAG AOCICAGGGA 4400 
InAlaArgLe uHisLeuGln GlyArgThrA snAlaTtpAr gProGlnAla 
AATAAOXAA AAGAGIGGCT GCAAGTQGAC TIQ03GAAGA CCA1GAAAGT 4450 
AsnAsnProL ysGluHtpLe uGLiValAsp PheArgLysT ktlfetLysVa 
CACAGGAATA ACCAQGCAGG GGGTGAAATC TCTCCTCATC AGCA1GTAIG 4500 
IThrGlylle Thz'ItaGlnG lyValLysSe rLeuLeuIle Seo^fetTycV 
TGAAGGAGTT CCICATCTCC AGTAGTCAAG ATGGOCAIIAA CIGGACICIG 4550 
alLysGluPh eLeuIleSer SerSerGlnA spGlyHisAs rffl^EbrLeu 
'l'l'lLTlCAGA AIGGCAAAGT CAAQGICTIC CAGGGAAAQC GGGACIGCIC 4600 
PheLeuGlnA snGlyLysVa lLysValPhe GlnGlyAsnA rgAspSerSe 
CAQ3GCTGTG GGGAACQGTC TOGAAC000C GCIGGIGGCT OGCTA03IGC 4650 
rlhrProVal ArgAsnArgL euGluProPr oLeuValAla ArgTyrValA 
GCCT3GAQGC QCAGAGCIGG GGOCACCACA TCGOOCTGAG GCIGGAGGIC 4700 
rgLeuHisPr oGlnSerTrp AlaHisHisI leAlaLeuAr gLeuGluVal 
CTGQQCTGGG ACACOGAGCA GOCH3CCIGA O0CG0GQCIC 1GGGGOQCIG 4750 
LeuGlyCysA spTtaGlrGl nProAla. . . 
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TCTOXCIGC CiaOCraOQC TCiaXOGOG GCITCOCATC AAGCTEATCG 4800 

AEA003IQGA Q03AGTTCTT CTGAG93GAT GG3CAATAAA AAGACAGAAT 4850 

AAAAG3CA03 QGIGITQGGT OGTTIGTIOG GATCCAGATC TAGGAAOOOC 4900 

TAG1GATGGA GITCGCCACT COCTCICIGC GCQCTQQCIC GOICACIGAG 4950 

GQCQCD33GG CAAAGOCOGG Q03IO33QCG ACCTTIQGIC GOCOQQQCIC 5000 

AGIGAQCGAG 03AGO303CA GAGAOGGAGT Q3CCAAOQ0C COCOXaQGC 5050 

J CaXTOCAGC GCAQCT3CAT TAAIGAATOG GGCAAD3CQC GQGGAGAQGC 5100 

5 GGfmQQGIA TTGQ33QCTC TI OOQCTIOC TCX3CTCACIG ACIQQCTGCn 5150 

2 CTOGGTOGIT CQ3CT3Q3SC GAQCGGTATC AGCTCACITA AAGGD3GTAA 5200 

TAOGQITATC QO&AATCA GG3GATAACG CfiGGAAAGAA CAIGIGAQCA 5250 

- AAAQGOCAGC AAAAGGOCAG GAAQOQTAAA AAQQQQ30GT TQOIGQQGIT 5300 

g TITCCATAQG CTCDGCOOGC CIGAQ3AGCA TCACAAAAAT Q3ACGCTCAA 5350 

GTCAGAQQIG GCGAAAGGGG ACAGGACTAT AAAGATACTA GGOGTTIHr: 5400 

OCIGGAAGCT OCX^imD30G CTCIQCTGTr 00GA00CT3C OGCTTACITn 5450 

ATAGCIGTOC QOCTTICTGC CTIQ53GAAG GGIGGQGCTr TCICAATOCT 5500 

CAOGCTGTAG GTAICICAGT TCQ3TGTAQG TO3TTQ3CTC CAAQCTOGGH 5550 

T3IGIGCAQG AAOOOOQOC?r TCAGOOQGAC CGCIGQ50CT TATCOGCTAA 5600 

CTATOGrlCTT GAGTOCAAOC Q3CTAAGACA 0QACITATO3 OCAeiGGTAG 5650 

CAGOCACT3G TAACAQGATT AGCAGAQOGA QGTAT3TAGG GGGTOOTArA 5700 
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GAijl'lCTiGA. M3TGGJX330C TAACTAQQ3C TACACTAGAA QGAG^GTATT 5750 

TGQIMCIQC GCTCTGCTGA AGOCAGTTAC CTICGGAAAA AGAGTTOGIA 5800 

QCTCTIGATC CGGCAAACAA KTaOOGCTG GIAGQQSDQG TTl'l'l'l'lUlT 5850 



TCCAAGCAQC AGATIACGQG CAGAAAAAAA QSATCICAAG AAGATOCTrr 5900 



GATCTTTICT AQQQG3IOTG AQGCTCAGIG GAAQ3AAAAC TC&.Q3ITAAG 5950 



GGATTTIGGT CATCAGATTA TCAAAAAGGA TCITCAQCTA GATOCTITIA 6000 



AATTAAAAAT GAAGITITAA. ATCAATCTAA AGTATATATCf AGTAAACTIG 6050 



GTCIGACAQT TA OCAATOCT TAATCAGflGA GGCAOCTATC TC2GCS3ATCT 6100 

ylGellreS ueL. . .siHo rPlaV. . .gr AueLreSgrA 
GTCTATTIQG TICATQCATA GITGOCTGAC TCOOCXJIDGfT CTAGATAACT 6150 
psAellulGn sAteMprTue InlGgrAlaV ylGgrAgrAr hTreSueL. . 
A0GATA03GG AQ33CTIAOC ATCIG30CDC AGIGOIGCAA T3ATAG0GQG 6200 
.reSlaVorP orPreSlaVt eMhlGylGpr TsiHnlGueL reSlaValAu 
AGACQCACGC TCADCX3QCTC CAGATITATC AQCAATAAAC CAQOGAGCDG 6250 
eLylGlaVre SlaVorPulG ueLnsAellu eLueLueLyl GalAueLgrA 
GAAQQQCD3A GCQCAGAAGT QGTKDCT3GAA CITTATOOGC CIOCATOCAG 6300 
ehPorPgrAa lAsyCehPsi HpsArilGiieL syLellgrAg rAprTyLGrh 
TOTATTAATT GTIGCQ3GGA AQCTAGAGTA AGTAGTTOQC CAGTTAATAG 6350 

T nsA nsAylGorPu eL. . .ueLue IzyTiisAalA ueL. . .ryTn. 

TIT30GCAAC GTIGTIGOCA TIGCTACAGG CATO3IQGIG TCACGCTCGT 6400 
sAalAsyGgr AnlGnlGprT nlG. . .ueLs yOgrAorPrh TlaVreSrhT 
COmQGIAT G3CTICATTC AQCT00GG3T OOCAAOSATC AAG903AGIT 6450 
ihTnlGrylb rPsyLteM. . .reSgrAnsA ylGlaVellu eLalAueL. . 
ACAT3ATC0C CCATCfTIGIG CAAAAAAG03 GITAGCTOCT TXJ33KUICC 6500 
.t^yfellylG prTrhTrfrTs yCehPueLor P. . .reSgrA grApsAulGr 
GATOGTIGTC AGAAGTAAGT TG300GCAGT GITATCACTC ATQGflTATGG 6550 
eSgrAnlG. . .efrPryTrhT orPgrAueLr hUelllaV. . .orP. . .orP 
CAGCACIGCA TAATICICTT ACIGTCAIGC CATOOGTAAG A3OTTTTCT 6600 
ueLlaValAr yTnsAulG. . .nlG. . .alA tdN^rAueLe UreSsylnl 
GIGAOIGGfIG AGTACICAAC CAAGICATIC T3AGAATAGT GTATGCG30G 6650 
GreSnlGsiH rhTreSueLp itttiFt&Qgr AueLellrhT ryTalAalAl 
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ACDSGITCC TCTK3QC03G (X^ICAATAOS QGATAATACC GXCCACATA 6700 
aVreSnsAre SsyLylGorP zhTueLlaVo rEryiiyi^r AalAlaVryT 

QCaGAftCTIT AAAAGIGCTC ATCATTOGAA AACOITCITC G3QQ0GAAAA 6750 

syCehPsyLu eLueLalA nlGehP laVhsAsyLo rBsdAshPla 

CTCICAAG3A TCITAGGXT GITCAGATCC AGITO3ATGT AAQQCACiaG 6800 
VgrAueLreS grAlaValAr hTreSellpr TnsAreSrhT laVprTulGs 

■TOCADCCAAC TCATCTICAG CATCITITAC TITCAQCAGC GITICIQG3T 6850 
iHlaVprTre SellsyLueL teMsyL. ..s yL.. .prT^r AsyLnlGrhT 

GAQCAAAAAC ACX4AAQGCAA AATOQQGCAA AAAAGGGAAT AAQGQCGACA 6900 
ueLneL^hPa eLehPalAeh Psil^rftueL ehrbrl^hPii eLorPreSla 

CQGAAA3GIT GAM500VT ACTCTICCTT TITCAATAIT ATIGAAGCAT 6950 
^ VreSellnsA ehPlaV. . .1 

'J TTATCAGGGT TATTGflCICA TCAQ0G3ATA CATATTI13AA TCTMTIAGA 7000 

-3 AAAATAAACA AATAGGG3IT COGQQCACAT TKXXXGAAA AGItXCACCT 7050 

I":] GACGICIAAG AAAQCATTAT TATCAIIGACA. TEAAQCTATA AAAATAGGCG 7100 

; ^ TA1CAOGIAGG (XCITI03IC TOGOGOGTIT QGGIGATCAC QGflGAAAACC 7150 

P TCTGACACAT GCAGCIQCGG GAGACQGTCA O^XTIGICT GIAAQQQGAT 7200 

|» QCOX4GAQGA GACAAQCOX4 TCAG9GDXG TCAQCOGGflG TIGQQGGGIG 7250 

CITAACTATG OGGCATCAGA GCAGATIGEA CIGAGAGIGC 7300 

ACCAIEATGCG GIGIGAAATA CDGGACAGAT GCGIAAG3AG AAAATACQGC 7350 

ATOQ 3AAAT T3TAAACHTT AATATTTECT TAAAATTOGC CTEftRMWr 7400 

TCTETAAATCA (XTCATTTIT TAACTAATAG GQ0SAAATO3 GC^AAA f TTrP 7450 

TTATAAATC A AAAGAATAG& OOQAQATAQG GITGAGICTT GITCTWrrTT 7500 

QGAACAAGA G TOCACTATTA AAGAAQSD33 MOCAA03T CAAAQGiCyHA 7550 

AAAA003ICT ATCAQ33QGA TOGQOGACTA OGrlGAACCAT CACDCTAATT! 7600 
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AftgTTTITIG Q33IQ5AQ3T GOOSIAASQC ACTAAMOGG AAGOCTAAAfl 7650 

QQAGOOOOOG ATTCAGfcQCT TGAOGGGiGAA AGQQQGOGAA 0CT3303AflA 7700 

AAQGAAQGGA ^GAAaQOGAA AQG&QQQGGC QCTAGQ30GC TOGCAAQIHT 7750 

AQ0QCTC2OG CIGQ3Q3TAA CX^OCACAOC OGCXDOCXXTT AATOQGQQQC 7800 

TACAQGGQGC: GIO3030GA.T TOQCCATICA QGCTAG3CAA CIGITOGHAA 7850 

GQGOGATOGG TO33QG0CIC TIDGCTATTA Q30CAQCT3G CIGCAQgCTC? 7900 



GG3GGG33GG GQ3T 



